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Abstract 
 
A variety of nano-sized materials are developed in the biotechnology fields. Developing nano-
sized particles have become a critical issue in biomedical applications because they are closely related 
to quantum yield, large surface area and EPR effects. Despite these advantages of nanoparticles, it has 
become indispensable to use more advanced nanoparticles due to their chemical complexity, 
heterogeneity, difficulty in precisely controlling the size, and toxicity in vivo applications. In this regard, 
protein-based nanoparticles have biocompatibility, uniform size, shape, composition and stability, and 
they are quite suitable as multifunctional nanoplatforms. In addition, the structures of protein 
nanoparticles are based on the atomic resolution crystal structure allowing genetic and chemical 
modifications at the molecular level.  
The aim of this thesis was to describe of developing the multi-functional protein nanoparticles 
using protein cages and monomeric fusion proteins. Thus, Thermotoga maritima encapsulin protein 
cage whose outer diameter 24 nm was developed as in vitro theranostic nanoplatform. A novel protein 
cage, encapsulin have not been used for targeted delivery system before, and was prepared as a versatile 
template for targeted delivery through SP94 peptide insertion which known to bind with hepatocellular 
carcinoma cells. Functional plasticity and versatility of the engineered encapsulin allow us to apply for 
specifically detecting and effective treatment of diseases.  
Relatively small lumazine synthase which isolated from Aquifex aeolicus (AaLS) protein cage 
nanoparticles with outer diameter of 15.4 nm have been utilized to develop as uniform layer by layer 
assemblies. High ordered structures of two complementary AaLS protein cages were successfully 
constructed using simple recognition of histag and Ni-NTA.  
Furthermore, fluorescent imaging modular toolkits were established using monomeric fusion 
proteins and ligation proteins by giving cancer cell targeted capability of affibody and visualizing cancer 
cells of fluorescent proteins. These affibody-fluorescent protein conjugations are post-translationally 
generate, allowing simple and rapid binding between affibodies and fluorescent proteins.  
A variety of protein nanoparticles demonstrated that they have potential to be utilized as a 
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Chapter 1. Introduction 
 
1.1 Applications of Multi-functional Nanoplatforms 
1.1.1 Targeted Cell Imaging and Drug delivery 
The development of various nanotechnology has been widely applied to the diagnosis, treatment 
and prevention of diseases, and these technologies are changing the scientific atmosphere. 
Thus, more techniques are used to develop faster and more accurate diagnosis and treatment 
techniques of which targeted imaging systems enable this process. Techniques for imaging specific 
cancer cells have played a significant role in understanding the functions, behavior, and mechanisms of 
cells.1-2 
In addition, targeted imaging of specific cancer cells means to diagnostic and treat of cancers 
rapidly, and effective, and the concept of simultaneous diagnosis and treatment is called theranostics 
and has been studied for decades.3 Although non-target therapies have generally caused critical side 
effects to normal cells or tissues, specific targeted delivery techniques can reduce these side effects. 
This targeted imaging and delivery system allows cells and tissues to be simply visualized a more faster 
and reliably, thus they can be treated more effectively with fewer side effects. In these targeted cancer 
cell imaging, antibodies, antibody mimics, peptide or chemical ligands have been explored and studied 
in a wide range of applications.4-10 
Targeted imaging and therapy using these targeted moieties (antibody, antibody mimics, peptide 
and chemical ligands) not only enable rapid diagnosis and treatment of disease, but also allows the 
drugs to stay a little longer in the bloodstream of the body.11 Conventional diagnostic probes or drugs 
tend to spread rapidly and are easily dispersed throughout the body, but therapeutics with a target 
functions are conjugated, they can be delivered effective and localized disease treatments by 
transferring the therapeutic agent to the desired site. This concept is challenging but still considered a 
valuable and promising task. 
 
Passive and active targeting of tumors 
Cell targeting systems can be divided into passive targeting and active targeting, and it is important 
to decide the nanoparticle size in passive targeting. Bloodstream of tumors is limited by angiogenesis, 
which makes nutrient uptake and oxygen delivery difficult. In addition, angiogenesis leads to a lack of 
cells around the blood vessels, which reduces the diffusion of the targeted drug because the internal 
pressure of the tumor is higher and causes fluidic flow. Nano-size particles can be trapped in the tumor 
through enhanced permeability and retention (EPR) effects.12 Passive targeting can also induce targeting 
using the intrinsic characters of nanoparticles, such as cationic liposomes are bound by electrostatic 
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interaction with negatively charged phospholipid head groups that are preferentially expressed in tumor 
endothelial cells.13-14 
Active targeting involves using conjugated target sites to enhanced delivery of the nanoparticle 
system. Targeting site is important for the cell uptake mechanism, and the long cycle time enables the 
nanoparticle to be efficiently transported to the tumor site through the EPR effect, and the targeted 
molecules can endocytose in cells readily.15-18 As drug loaded nanoparticles endocytose, the therapeutic 
effect can be increased. Therefore, in most cases, endocytosis of nanoparticles plays a key role in 
biotherapeutics such as effective delivery of certain anticancer drugs, and gene delivery.19 
 
Targeting to Breast cancer 
The number of cancer patients is steadily increasing every year, especially breast, lung, prostate 
and colorectal cancers accounting for the largest percentage. 
The most commonly used strategy for drug delivery is to target the HER2 receptor, which is 
particularly overexpressed in breast cancers. The efficacy of therapeutics targeted poly (lactic-co-
glycolic acid, PLGA) nanoparticles loaded with a model toxin against HER2 positive tumors was 
recently studied.20 N-hydroxysuccinimide presenting nanoparticles were chemically conjugated with 
primary amine groups on the humanized anti-HER2 antibody fragments and to target BT-474 cells 
compared MCF7 cells, HER2 negative cell. In another group, targeting to SK-BR-3 cells of antibody 
binding domain genetically inserted protein cage bound with anti-HER2 antibody was estimated using 
confocal microscope and flow cytometry. 
Folate receptor has also been utilized for the improved therapy. Folate acid conjugated magnetite 
nanoparticles target with BT-20 breast cancer cells in vitro studies.21 The hormone releasing hormone 
(LHRH) receptor is another target which has been widely investigated for targeted delivery of imaging 
agents and treatment of localized breast cancer. Iron oxide nanoparticles conjugated with LHRH and 
interacted with MDA-MB-435S.luc breast cancer cells and demonstrated the accumulation of targeted 
nanoparticles to tumor tissues.22 
 
1.1.2 High-ordered Structure 
The development of uniform nanostructures, including biomolecules, has received much attention 
in many applications due to their technical and scientific importance in terms of space control and 
effective space utilization. Molecular structures with well-defined particle sizes and shapes are used in 
a variety of applications ranging from imaging agents, thin films, multi-layer films23-25, nanoelectronics 
to biological sensing devices.26-28 Therefore, it is important to produce uniform nanostructures with 
functional nanomaterials and biomacromolecules. The multi-layer arrangement of functional 
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biomolecules provides little specificity and/or activity, their spontaneous or directed assembly being 
achieved by the covalent interaction of the components to produce larger structures from the bottom-
up. 
Using the surface properties of two or more biomaterials, it is called layer-by-layer (LbL) assembly 
to make an arranging or stacking several layers uniformly without any aggregation.29-30 Furthermore, a 
specific recognition is needed to bind two or more materials. Considering these points, a protein-based 
nanoparticle that is uniform in size and regular and capable of producing assemblies through chemical 
or genetic modification is suitable, and can be applied in vivo because it is a biomaterial. 
In particular, the layer-by-layer assembly has been used for biomineralization and drug delivery 
system using biodegradable materials such as protein cages which have interior cavity. Therefore, 
protein-based nanoparticles such as protein cages can be used to make a uniform high-ordered structure 
while retaining the characteristics of a multi-layer arrangement, or a complex assembly can be formed 
by adding various functions to each protein cage could be used in many fields. 
Proteins can also be used in biofilms, biosensors, and drug delivery systems using LbL assembly. 
One of the main trends in biology applications of the LbL assembly is the use of bioactive proteins to 
form thin films into electronic devices, sensors, drug delivery, cell seeding and growth, and tissue 
engineering. The main concern is to make films that are stable and bioactive after stacked in multi layers. 
One example was that a multilayer film containing the enzyme glucose oxidase (GOD) was prepared 
by alternative adsorption of anionic glucose oxidase and anionic PDDA or PEI. The reacted enzyme 
activity was measured using D-glucose, peroxidase, and DA67 dye to test the bioactivity of GOD.31 
The formation of such a charged multilayer structure has also been demonstrated in other group, they 
showed combination of positively charged myoglobin and negatively charged lysozyme can be used. 
This approach has confirmed that multiple structures also apply to proteins, but there is a limitation that 
such weak adsorption cannot proceed naturally between proteins and poly ions of the same charge. 
Protein cage are useful tool to overcome limitations and to create a more rigid and fixed assembly 
structure. CCMV32, CPMV33 and ferritin34-35 were exploited for nano-building blocks with strong 
binding using streptavidin and biotin interactions32-38 (Figure 1.1). In the case of CCMV, it was 
confirmed that multi-layer could be formed through labeling different fluorescein on each particle. It 






Figure 1.1 Representation of chemically modified CPMV: CPMVBIO-AF488 and CPMVBIO-AF568 
(left), diagrammatic representation of layer structures (right).39 
 
1.2 Protein-based Nanoplatforms  
A wide variety of nanoparticles have been exploited for various applications to diagnose diseases 
or detect cancers in vitro/in vivo. Especially, for in vivo imaging, a variety of nanoscale delivery 
platforms, the nanometer-range size and manipulation of nanoplatforms generally result in enhanced 
permeability and retention (EPR) effects that allow deep penetration of delivered cargoes, such as 
therapeutics and diagnostics, and a long circulation time in the blood stream, and consequently these 
nanoparticles have a promising potential because they could provide effective clues to help to make 
right decision in therapy.40-41 However, nanoscale delivery platforms such as inorganic and polymeric 
nanoparticles, liposomes and micelles have chemical complexity and heterogeneity often make it 
difficult to control their size, shape, and composition in a precise way. In addition, although some 
nanoplatform such as gold nanoparticles, carbon nanotubes or photosensitizer-based nanoparticles can 
be utilized for therapy, their depth penetration are limited, obstructing their clinical purpose.  
To overcome these drawbacks, natural-derived protein-based nanoparticles can be used, which are 
well-controlled and have a biocompatibility and solubility by effectively chemical and genetic 
manipulating the surface of proteins. Also, they have symmetric protein structures and consist of 
identical subunits with a highly uniform size distribution. Moreover, they were already identified their 
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atomic resolution structures, and allow us to rationally design and genetically modified the desired site 
to give multiple functions. Therefore, proteins are considerable to be one of the excellent candidates for 
multi-functional nanoplatforms for various applications. Here, two kinds of proteins, protein cages and 
monomeric proteins will be discussed. 
 
1.2.1 Protein Cage Architectures 
Over the past few decades, a wide range of protein cages nanoparticles, such as ferritin8, 42-45, heat 
shock proteins (Hsps)7, 46-49, and virus-like particles (VLPs)40-41, 50-64, have been investigated for 
biotechnology applications. Protein cages are precisely self-assembled into macromolecules from 
multiple copies of a limited number of protein subunits. Therefore, they have very uniform size and 
composition also biocompatibility because they are built by nature. Thus, they do not have toxic as in 
vitro/in vivo materials. Furthermore, they are very stable itself, chemical or genetic manipulations are 
enable. Protein cages have a compartment of exterior, interior and interfaces allowing to give various 
functions as multi-functional nanoplatforms (Figure 1.2). 
Most of them are made up of spherical spheres that have a certain symmetric shape and thus have 
cavity inside of cages. This cavity can accommodate a variety of guest molecules, cargoes such as drugs 
or imaging probes, and enzymes which are needed to protect from the harsh conditions. Taking 
advantages of these protein cages, many groups continue to be actively researched for use in a wide 




Figure 1.2 A schematic illustration of the three interfaces of a protein cage that can be exploited to 




Figure 1.3 A schematic illustration of various types of protein cage architectures as multi-functional 
nanoplatforms. 
 
Ferritin is one of the most commonly used nanoparticle which is originally an iron storage protein 
and has been utilized successfully in biomedical fields because ferritin is stable at higher temperature 
and wide range of pH. Ferritin is composed of 24 subunits, with a size of 12 nm exterior and 8 nm inner 
diameter, respectively66 (Figure 1.3). Ferritin has been manipulated to encapsulate various inorganic 
particles inside ferritin cavity which is capable for storing iron, through biomineralization, and has been 
used for in vitro or MRI.66-71 Since the inside of ferritin is not enough large size, it is not easy to 
encapsulate other guest molecules besides small sized inorganic particles. Thus, the exterior surface 
was modified and used for applications such as drug delivery or targeted cell imaging.  
A relatively short amino acid sequence, RGD-4C (DCDRGDCFC)72, was genetically presented on 
the exterior surface of ferritin and manipulated to target it to cells in which integrin αγβ3 over expressed 
cells.8, 73-74 In addition, chemotherapeutic agent, doxorubicin was labeled and used in a targeted drug 
delivery system. EGF-human heavy chain ferritin (HFn) nanoparticles were also used to target 
epidermal growth factor receptor (EGFR) expressed in many breast cancer cells.75-76  
In another group, the Fc binding peptide (FcBP) was genetically introduced into the loop region 
which exposed to the exterior surface of pyrococcus furiosus ferritin (PfFn), bound to IgG, and then 
targeted to folate receptor overexpressed breast cancer cells.77 
12 nm outer ø
Ferritin
24 subunits
64 nm outer ø
P22 Viral capsid 
360 subunits





28 nm outer ø
Encapsulin
60 subunits




Ferritin was also exploited through chemical conjugation such as click chemistry. The reactive 
cysteine residue on the exterior surface and 24 β-cyclodextrins were conjugated and converted to β-
CD-HFn complexes through thiol-maleimide addition.43, 78 After inclusion complexes form, the 
encapsulated guest molecules were gradually released into the buffer solution. This study has potential 
as a system to deliver hydrophobic drugs. 
Heat shock protein (Hsp) are expressed in response to other types of stress such as high temperature, 
and composed of small heat shock protein and Methanocuccus jannaschii heat shock protein (MjHsp). 
MjHsp cage is self-assembled into 24 subunits, and 12 nm of outer and 6.5 nm inner diameter, 
respectively. The major difference between ferritin and MjHsp is that there are 3 nm pores allowing 
small molecules to diffuse in or out of the cage. This cage is also extremely robust because very stable 
up to 70°C and pH 5-11.79-81 
Heat shock protein, like other protein cages, has been applied in the biomedical field with various 
functions through interior and/or exterior modifications. Specific amino acid residues were genetically 
replaced for presenting thiol and amine groups to encapsulate and release the doxorubicin. The 
encapsulate doxorubicin was quantified by mass spectrometry and the dox was released through a 
hydrazine linker that causing cleavage at a low pH such as endosome. This MjHsp nanocontainer could 
have multi-functions like cell targeting peptides or antibodies that are enable to target specific cells. 
Like ferritin, RGD peptide was used for targeted cell imaging.7, 82 In addition, LyP-1 peptide which 
targets a tumor-associated lymphatic vessels and macrophages was attached to the C-terminus of Hsp 
as a targeting moiety.83-84 
In another group, they used the SP94 peptide to target the hepatocellular carcinoma (HCC) cells.  
The amine group on the exterior surface of MjHsp was linked to the SP94 peptides using a bifunctional 
PEG linker.46, 48, 85 Targeting efficacy was confirmed using a confocal microscope, and SP94 inserted 
Hsp was proved to have specificity to Huh-7 cells not to target other cells. This group also demonstrated 
that the linker length of the N-term of SP94 in Hsp decided cell binding efficacy. This result indicated 
that the length of the linker controls the density of the SP94 peptides. Furthermore, preS1 peptide that 
is derived from hepatitis B virus and specifically target the liver cells was introduced to MjHsp 





Figure 1.4 Virus (-like) particles used in biomedicine. Icosahedral plant viruses: brome mosaic virus 
(BMV), cowpea chlorotic mottle virus (CCMV), cucumber mosaic virus (CMV), cowpea mosaic virus 
(CPMV), turnip yellow mosaic virus (TYMV). Icosahedral animal viruses: human hepatitis B (HBV), 
murine polyomavirus. Icosahedral bacteriophages: HK97 (tail not shown), MS2, P22 (tail not shown), 
Qb. Rod-shaped viruses: tobacco mosaic virus (TMV), bacteriophage M13.87 
 
Plant and bacterial virus-like particles (VLPs) are another common type of protein cages 
architectures. Viruses consist of protein capsids that store and protect viral nucleic acids such as DNA 
and RNA. Virus capsids have properties that are suitable for use in nanotechnology. Especially, it has 
been sued as a unique nanocontainer due to its various sizes, shapes and strong symmetry. Many studies 
have shown that most of the viruses can become self-stabilizing into virus-like particles even in absence 
of genetic materials. Such virus-like particles include plant viruses (CCMV, CMV, CPMV, BMV and 
TYMV), bacteriophage (HK97, MS2, P22 and Qβ), an animal viruses (HBV, polyomavirus). These 
virus-like particles have icosahedral architecture, and there are rod-shaped TMV, M13 which are applied 
in the biotechnology fields87-88 (Figure 1.4).  
The cowpea chlorotic mottle virus (CCMV) capsid consist of 180 identical 20kDa subunits self-
assembled to form T=3 symmetry, with 28 nm of outer and 18 nm of inner diameter, respectively.89 The 
coat protein of CCMV can be obtained using E. coli-based expression system. The N-terminus of the 
capsid protein is primarily positively charged and encapsulate negatively charged guest molecules 
because N-terminus located inside the capsids. An attractive feature of CCMV is capable of reversible 
expansion depends on pH and has 60 pores of 2 nm in diameter. A group reported that fluorescent dyes 
could be labeled to existing amines or carboxylic acids exposed on the surface of CCMV without any 
disrupting the cage structure. Moreover, genetically engineered a mutant with two surface exposed 
thiols per capsid protein since wild-type virus do not have reactive cysteine residues.90 Subsequently, 
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two thiols were chemically linked to 24 amino acids of anti-tumor peptide. In addition, CCMV has also 
been applied to the treatment of bacterial infections through photodynamic therapy (PDT).91 Specific 
wavelengths were used to excite the photosensitizer to generate active oxygen species and kill the target 
cells. In this study, the ruthenium complexes were chemically attached to the external cysteine residues 
as a photosensitizer. To enhance the cytotoxic efficacy of PTD, specific antibody which targets S.aureus 
cells was used and compared to untargeted ruthenium complexes. It results that 100-fold increase in the 
activity. Another group described the encapsulation of zinc phthalocyanine (ZnPc) as a therapeutic agent 
depends on pH and salt concentration. Depending on the pH and ionic strength, 180 subunits are able 
to disassemble and reassemble in vitro (figure 1.5).92 
 
 
Figure 1.5 Schematic representation of the routes for the encapsulation of ZnPc stacks into CCMV 
VLPs.92 
 
The inside hollow of the CCMV was utilized as well as the outer surfaces. N-terminus of the capsid 
protein was modified into a positively charge leucine zipper and attached with negatively charged the 
green fluorescent protein (EGFP). The amount of encapsulated EGFP can be precisely controlled by 
changing the ratio between wild-type and the capsid protein, and up to 15 EGFP molecules could be 
encapsulated. CCMV has also been extensively studied for encapsulation of various therapeutic agents 
and contrast agents for using in a wide variety of applications. 
Previous studies have demonstrated that CCMV can encapsulate toxic cargoes or organic and 
inorganic molecules inside the capsid and it can target the specific cells. It will be useful to continue to 
be applied in biotechnology and biomedicine fields. 
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 Bacteriophage Qβ is 180 copies of assembled icosahedral virus with a diameter of approximately 
30 nm and MG. Finn group have functionalized Qβ in first time. Unlike other virus-like particles, Qβ 
is characterized in that RNA is packaged inside the Qβ. Some fluorescent proteins were encapsulated 
inside engineered Qβ via RNA-protein interaction. RNA hairpin aptamer linked between coat protein 
monomers and tagged fluorescent protein (Figure 1.6).93 The molecules inside the Qβ were stable at 
high temperature and pH, with identical photochemical properties, and also protected from proteolytic 
cleavage. The outer capsid surface was able to be modified through azide-alkyne cycloaddtion without 
any affecting the packaged fluorescent protein. Carbohydrate-based ligands which has high affinity to 
the CD22 receptor were attached and targeted cells. The efficacy of targeting was confirmed by confocal 
microscopy and flow cytometry. 
In the same group, two plasmids which were wild-type Qβ and EGF-modified Qβ were co-
assembled. Human epidermal growth factor (EGF) was displayed on the exterior surface of Qβ and 
used for targeted cell imaging. Epidermal carcinoma the A431 cell line is known to be EGFR 
overexpressed cell. EGF presented Qβ targeted with high affinity to A431 cells and its efficacy was 
confirmed by confocal microscope. The Qβ-EGF nanoparticles were demonstrated they can be utilized 
as a targeted delivery imaging and therapeutic agent as a useful tool by killing cells depends on their 
concentrations different from wild-type Qβ.52 
 In a recently published paper, a method has been proposed to more efficiently utilize the interior 
cavity of Qβ through the hydrolytic removal of packaged RNAs inside Qβ. The RNAs were removed 
and fluorescein was loaded inside the Qβ via the atom transfer radical polymerization (ATRP) technique, 
and the polymerized Qβ expanded a little in size. Qβ VLPs filled with cationic polymer appeared to be 
more cellular internalized than polymer-free Qβ.94-95 Mutant which has enhanced cell binding and 





Figure 1.6 Schematic representation of the technique used to package protein inside Qβ VLPs.93 
 
There is another bacteriophage nanoparticle as well. The Salmonella bacteriophage P22 is now 
regarded as a robust nanoparticle and have been applied to biotechnology and biomedical fields. The 
assembly pathway of P22 is well understood and initially assembled into 58 nm icosahedral procapsid 
structure with approximately 300 copies of identical scaffolding proteins. Heat treatment of P22 
procapsid at 75°C for 15 min transformed to 64 nm waffle-ball (WB) capsid with twelve 10 nm pores, 
creating a hollow nanocomposite (Figure 1.7).96 
 
 
Figure 1.7 P22 VLP morphology and packaging assembly (Cryo-EM reconstructions images).96 
 
P22 is mainly used for encapsulation because it is relatively large compared to other nanoparticles 
and the interior space is also suitable for incorporating other guest molecules. The P22 studies were 
mainly activated by T. Douglas group. The exact structure of virus-like particles such as P22 has been 
proven to be advantageous in synthetic material applications. These properties can be used not only as 
nanocontainers but also to find local intermolecular communication between encapsulated proteins.96-
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100 In FRET technique, the length between two molecules plays an important role, thus limited space 
such as inside space of P22 particles is required. 
In co-encapsulation system, P22 was used as a promising platform for studying dense, forced 
proximity and restriction effect on communication between active proteins.101 Considering the size of 
P22, three enzymes were packed for enzyme cascade. In the meaning of a spatially separate internal 
space, P22 particles have been exploited as nanocontainers to produce hydrogen using hydrogenase 
which in inside of P22, hydrogenase was protected against air, heat or external factors.98 In addition, 
P22 was used as a high-density transferring means to make protein polymers by using this limited space 
via ATRP.64 This technique was a good tool in the development of a better MRI contrast agent as more 
molecules were loaded. It has also been used as a template for the limited synthesis of Fe2O3, 
complementing the bottle neck of synthesis of inorganic particles with non-uniform size and shapes.60, 
102 Another group developed the drug loaded targeted cell imaging particles. They conjugated 
doxorubicin or BTZ drug inside the WB and SP94 peptide was genetically inserted on the exterior 
surface55 (Figure 1.8). 
 
 
Figure 1.8 Covalent encapsulation of cargo molecules and evaluating the targeted delivery and the 




Encapsulin protein cage is isolated from Thermotoga maritima, recently developed as a multi-
functional nanoplatform. Its atomic resolution structure information has been recently resolved by 
Sutter group (Figure 1.9). Encapsulin is spontaneously composed 60 copies of identical subunit with 
around 31 kDa to form u uniform icosahedral cage architecture with 18 nm and 24 nm of interior and 
exterior diameters, respectively. Although the exact function of encapsulin in Thermotoga maritima is 
not clearly understood yet, its function was postulated as a cellular compartment that encapsulates 
proteins such as DyP (Dye decolorizing peroxidase) and Flp (Ferritin like protein) which are involved 
in oxidative stress responses.103 These properties of the protein cages make it possible to insert guest 
molecules into the interior of the cages, especially molecules that enzymes or require protecting. Guest 
molecules are encapsulated inside the protein cages using disassembled and reassembled process 
depends on pH condition, and they have biocompatible, stabilizing and protecting from the external 
circumstances without any toxic and immunogenic responses. 
The number of encapsulin is now increasingly being isolated from 15 kinds of bacteria and 
encapsulin is a novel protein cage with the potential to developed in a variety of applications. Encapsulin 
has the ability to encapsulate specific molecules, and using these properties, many research groups have 
applied other molecules into encapsulin for biotechnology applications. 
Several techniques for encapsulating in encapsulin protein cages have been used, one of that is 
assembly and reassembly system depending on pH value. To pack peroxidase DypB into R.jostii RHA1 
encapsulin, it is diassembled at acidic pH (pH 3), mixed with peroxidase DypB molecules, and then 
increased to neutral pH to obtain encapulin having peroxidase DypB inserted therein. Reassembled 
encapsulin showed no changes in shape but slightly increased in size, indicating that structure 
extended.104 
In the case of encapsulin isolated from Brevibacterium linens, a docking sequence was inserted at 
the C-terminus of the teal fluorescent protein (TFP), and then it was recognized with specific amino 
acids of interior surface in encapsulin. To quantify the number of TFP, native mass spectrometry was 
used and approximately 12 TFPs were encapsulated.105 Another group also encapusted guest molecules 
such as EGFP and firefly luciferase using this specific recognition sequence. In this study, a proteolysis, 
trypsin was treated to packaged guest molecules to determine of protect function by encapsulin protein 
cage and whether the molecules inside were active. It demonstrated that packaged molecules were 
protected by a protein cage, but do not lose activity and they can be exploited in more applications.106 
Recently, silver was synthesized in encpasulin through mineralization. As silver particles have an 
antimicrobial activity, silver mineralized encapsulin can be used for killing the bacteria. The silver 
nanoparticles grew by limited size of encapsulin and absorbed at 420 nm wavelength, indicating that 
silver ions mineralized well inside the encapsulin protein cages. Encapsulated silver was more stable 
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than unwrapped silver nanoparticles. In addition, a uniform silver particles could be formed and well-
capping silver nanoparticles by encapsuilin could be utilized for antimicrobial tools107 (Figure 1.10). 
 
Figure 1.9 Structure of the T. maritima encapsulin. View from the outside on the five-fold symmetry 
axis. (Pentamer is highlighted in cyan, with one monomer in red. Pink mesh indicated docking site.)103 
 
 
Figure 1.10 Engineering of the T. maritima protein compartment. Schematic depiction of capsid 
engineering. The ferritin-like protein (Flp, orange) was removed from the wild-type encapsulin system 
and the AG4 peptide (red) was fused to the N-terminus of EncTm yielding EncTmAG4, which would 





1.2.2 Fusion Proteins using Monomeric Proteins 
Since monomeric proteins are small size and capable of various chemical and genetic modification 
and have high biocompatibility, they are useful tools to construct fusion proteins for biomedical fields.  
 
Cancer cell targeting using Affibody molecules 
The specific binding moiety of cancer cells that have been studied so far include antibodies, 
peptides, affibodies, chemical ligands, aptamers, and the like. These moieties can target to highly 
overexpressed receptors on specific cancer cell surfaces. Targeting moieties conjugated with cytotoxic 
drugs, pro-apoptosis agents, therapeutic oligonucleotides can be utilized as complexes that act to 
diagnosis and treatment, simultaneously.  
Currently, antibodies are the most successful and widely used affinity proteins in the life sciences. 
The advantages of varied antibodies are strong affinity, specificity and readily available. Antibodies 
exhibit strong binding and may be selected for high selectivity, but they have limitations in terms of 
molecular properties. IgG molecules, the most commonly used antibody types, are multi-domain 
proteins and have relatively poor thermal stability and are subject to expensive manufacturing processes. 
In addition, antibodies use only a small portion of the molecule to recognize the antigen, while large 
domains with antibodies add structural complexity. Therefore, alternative scaffold proteins are capable 
of expressing small size, high yield in bacteria system with high affinity, which is an advantage of 
antibodies. 
These days, as lots of technologies have been advanced and developed, in vitro generation of large 
pools of candidates for non-antibody affinity proteins is much more convenience (Figure 1.11). One of 
the alternatives to the antibodies is affibody molecule. Affibody molecules are originally derived from 
the B-domain in the immunoglobulin-binding region of staphylococcal protein A. The B-domain 
consists of 58 amino acids, a relatively short, cysteine-free peptide, folded into three-helical bundle 
structures. The kinetics of the folding reaction rate is the fastest that has been reported.108 Affibody 
molecules showing specific binding to a variety of different proteins (e.g. IL-2, gp120, insulin, 
fibronectin, tumor necrosis factor-α, human serum albumin, HER2 and EGFR) have been generated, 
demonstrating affinities (Kd) in the µM to pM range. According to the fact that the reports focusing on 
studies about possible use of the affibody have been significantly increased recently, engineering and 
developing a small affinity protein have a tremendous potential to be used in theranostics as an 





Figure 1.11 Overview of applications of affibody molecules. Applications are divided into three 
research area, Biotechnology, imaging and therapy.108 
  
Fluorescent proteins for cancer cell imaging 
With the advent of fluorescent protein technology, the ability to visualize, track, and quantify of 
molecules in living cells with high spatial and temporal resolution is essential for understanding 
biological systems.109-110 Fluorescent proteins are basically used as markers to see what they want in 
biological research. In addition to fluorescent proteins, there are many tools that can function as markers, 
but they are most useful because of the many advantages of fluorescent protein alone. One of them is a 
short-length protein fragment of a fluorescent protein that can function as a unit. Also, there is no 
additional factor required for fluorescence and not toxic to cells because living cells express genes and 
produce proteins by themselves. Therefore, unlike many previous dyeing methods, there is an excellent 




Figure 1.12 Schematic illustrations of various types of monomeric fusion protein as multi-functional 
nanoplatforms. 
 
Protein ligation system for fusion proteins 
SpyCatcher and SpyTag protein ligation system allows individual functional protein modules to 
be independently expressed and then combined together post-translationally to have multi-function. 
SpyCatcher/SpyTag protein ligation system, the 15 kDa SpyCatcher protein recognize the 13-amino 
acid SpyTag (AHIVMVDATKPTK), and they spontaneously form an irreversible isopeptide covalent 
bond. SpyCatcher and SpyTag could be genetically fused to any type of protein individually both in 
vitro and in vivo, and they do not significantly alter the functions of the fused proteins (Figure 1.13). 
Ligation reaction is very rapid and effective and can be used in a lot of applications since the 
reaction is complete in most 5 minutes, condition of buffer pH (pH 5-8), temperature (4-40°C) range, 
regardless of detergents.111-114 
 
 
Figure 1.13 Cartoon of SpyTag and SpyCatcher construction. 
  
SpyCatcher
15kDa (138A.A) Protein + 13A.A peptide
SpyTag
=





Chapter 2. Encapsulin Protein Cage as a Targeted Delivery Nanoplatform 
 
2.1 Introduction 
A fundamental issue for biomedical application is early detection and localized treatment of 
diseases to minimize the undesired side-effect. To achieve this, a wide kind of nanometer-size delivery 
particles has been developed for the past few decades. Surface engineering of nanoparticles and 
nanometer-range size particles usually tends to allow carry therapeutics and diagnostics for a long 
circulation time, and spread readily inside the cancer tissue.40-41 To diagnose the symptoms target-
specifically and localized treatment of diseases, a lot of targeting ligands, like chemicals, antibodies, 
peptides have been used.115 
The delivery nanoplatforms such as inorganic and polymeric particles have typically heterogeneity 
and chemical complexity often results in nonuniform size, irregular shape, and mixed composition. 
However, protein cage nanoparticles were built by nature, thus have well-defined architectures.65, 88 
They constitute multiple identical proteins subunits or biomaterials having symmetric form and a highly 
uniform structure.65 In addition, many protein cages have been solved the atomic structure of crystal 
and control the number and location of molecular encapsulation of diagnostic probes or/and drugs. Thus, 
protein cage nanoparticles are regarded as excellent candidates to carry various functions to cells or 
tissues. 
Protein cage nanoparticles have been widely utilized to apply for biomedical fields. Ferritin is one 
of the commonly used protein nanoparticles for biomedical applications. The cavity of ferritin is utilized 
not only for sequestration of irons and have been used as nanoreactors8, 116 but also carrying therapeutic 
and/or diagnostic cargo molecules as nanocontainers.42-45 Contrast agents encapsulated ferritin has been 
studied for MRI and applied for targeted delivery of cargoes.8, 42, 116 Protein nanoparticles have been 
extensively studied in another group are typically derived from viral capsids, especially bacterial viruses. 
VLPs have been utilized not only as vaccine development as an antigen delivery platform, but also as a 
target delivery vehicle for imaging probes and therapeutic drugs.51-52 
 The crystal structure of encapsulin protein cage has been recently solved. A newly studied 
encapsulin was derived from the thermophilic bacteria, Thermotoga maritima. Encapsulin is composed 
of 60 same subunits of 31 kDa monomers and icosahedral capsid architecture (T=1 state) having an 
outer diameter of 23-24 nm.103 Encapsulin have been recently reported that serves as a cellular 
compartment that encapsulates proteins although the exact function of T. maritima encapsulin is not 
clearly elucidated up to date. This research implied that encapsulin protein cage nanoparticle has 
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potential as robust cargo delivery nanoplatforms with a cavity to pack of diagnostic reagents and/or 
therapeutics.103, 105 
 In here, we demonstrated encapsulin can be exploited as a targeted delivery platform through 
genetic engineering (Figure 2.1). SP94 targeting ligand, hepatocellular carcinoma peptide46-47, was 
decorated on the exterior surface of encapsulin via both genetic and chemical modifications. In addition, 
fluorescent detecting probe and prodrugs (AlDox) were chemically introduced and target to HepG2 
cells. Doxorubicin was release from conjugated encapsulin depends on pH in acidic condition of tumor 
cells and killing effect of AlDox-encapsulin was confirmed with cell viability test. The effective 
delivery of encapsulin to the HepG2 cells was estimated through in vitro confocal cell imaging. A novel 
protein cage, encapsulin demonstrated that they were robust and genome-free unlike virus like particles. 
The plasticity of the encapsulin allows us to target the specific cells by using detecting probes and/or 
therapeutic agents, simultaneously. 
 
 
Figure 2.1 Schematic representation of encapsulin utilized as a versatile modular nanoplatform for the 
targeted delivery of drugs and fluorescent probes.a 
a The position to introduce the SP94-peptide is indicated in green. SP94-peptide (blue) with linker 
(yellow) was genetically or chemically introduced onto the exterior surface of the assembled encapsulin 
to target surface markers of HCC cells. The corresponding anticancer drug Aldoxorubicin (AlDox) was 


































































2.2 Materials and Methods 
 
Genetic modification of wt encapsulin and protein cage purification 
Hexa histidines with linker (G5His6G5) were inserted into residues between 42 and 43 of wt 
encapsulin (E_LH42) by an established PCR protocol using primers containing extra nucleotides and 
pET-30b based plasmids containing genes encoding wt encapsulin. The cysteine residue at position 197 
of E_LH42 was substituted with serine (E_LH42C123). The SP94-peptide (SFSIIHTPTLPL) was 
inserted residue between 138 and 139 of E_LH42C123 by an established PCR protocol (SP94-
E_LH42C123). Peptide insertion and site mutagenesis were confirmed by DNA sequencing. 
E_LH42C123 and SP94-E_LH42C123 DNAs were transformed into the competent E.coli strain BL21 
(DE3) and the protein cages were over-expressed in E.coli. The pelleted E.coli cells from 1.0 L of 
culture were resuspended in 35 mL of phosphate buffer (50 mM sodium phosphate and 100 mM sodium 
chloride, pH 6.5). Lysozyme was added and the solution was incubated for 30 min at 4°C. The 
suspension was sonicated for 10 min in 30 s intervals, and subsequently centrifuged at 12000 g for 1 hr 
at 4°C. SP94-E_LH42C123 protein cage was purified by size exclusion chromatography (SEC) after 
heat precipitation for 10 min at 65°C. 
 
Chemical modifications of E_LH42C123 and SP94-E_LH42C123 
E_LH42C123 and SP94-LH42C123 were incubated with 5 mol equivalent of fluorescein-5-
maleimide (F5M) at room temperature with vigorous shaking overnight. Reactions were dialyzed 
against phosphate buffer (50 mM sodium phosphate, 100 mM sodium chloride, pH 7.5) overnight to 
remove unreacted F5M. For SP94-peptide conjugation, E_LH42C123 was incubated with 10 mol 
equivalent of SMCC chemical cross-linker at room temperature with vigorous shaking for 3 hr, and the 
reaction was dialyzed against phosphate buffer (50 mM sodium phosphate, 100 mM sodium chloride, 
pH 6.5) overnight. Subsequently, 10 mol equivalent of SP94-peptide was incubated with E_LH42C123-
SMCC with vigorous shaking overnight and dialyzed against same buffer (50 mM sodium phosphate, 
100 mM sodium chloride, pH 6.5) another overnight. 
To conjugate Aldoxorubicin (AlDox, INNO-206, CytRx) with SP94-E_LH42C123, SP94-
E_LH42C123 was dialyzed against HEPES buffer (50 mM HEPES, pH 9.0) overnight to exchange the 
buffer and incubated with 5 mol equivalent of AlDox for 3 hr at room temperature with vigorous shaking. 




Mass Spectrometry of modified encapsulin protein cage 
For ESI-TOF analysis, wt encapsulin, E_LH42, and SP94-E_LH42 protein cages were loaded onto 
the MassPREP Micro-desalting column (Waters) and eluted with a gradient of 5-95% (v/v) acetonitrile 
containing 0.1% formic acid at a flow rate of 500 μL/min. The molecular masses of each species can 
be determined from the charges and the observed mass-to-charge (m/z) ratio values. Mass spectra were 
acquired in the range of m/z 500-3000 and deconvoluted using MaxEnt1 from MassLynx version 4.1 
to obtain the average mass from multiple charge state distributions.117 
 
Cell culture and confocal fluorescence microscopy 
HepG2 cells were incubated in RPMI 1640 medium with 10% fetal bovine serum (FBS), 1% 
streptomycin in a humidified atmosphere of 5% CO2 and 95% air at 37°C. Cells were grown on 
microscope cover glasses (18 mm Ø ) in 12-well culture plate (SPL, 30012). The cells were fixed with 
4% paraformaldehyde in PBS and washed 2 times with PBS containing 0.1% Tween 20. The fixed cells 
were blocked with 5% BSA, 5% FBS, and 0.5% Tween 20 in PBS at 4°C for 12 hr and blocking buffer 
was aspirated. SP94-fE_LH42C123 and fE_LH42C123-SMCC-SP94 were treated for 18 hr at 4°C. In 
the same way, fE_LH42C123 was treated as a negative control (final concentration 200 nM). Before 
sealing, the cells on the cover glasses were washed 3 times (15 min) and nuclei were stained with DAPI. 




The cytotoxicity of SP94-E_LH42C123, AlDox-SP94-E_LH42C123 and free AlDox was 
evaluated with HepG2 cells using the 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide 
(MTT) cell viability. Cells were seeded into 96-well plates with an initial cell density of 2.5× 104 
cells/well and grown in medium (10% FBS and 1% streptomycin in RPMI 1640) for 2 days at 37°C. 
After adding SP94-E_LH42C123, AlDox-SP94-E_LH42C123 and free AlDox to cells, the cells were 
incubated at 37°C for 5 hr and washed with 200 μL of fresh medium for 36 hr and the cells were treated 
for 4 hr in 200 μL of medium containing 0.5 mg/ml of MTT. Then the medium was replaced by 200 μL 
of dimethylsulfoxide (DMSO) to dissolve the formazan crystals formed by viable cells. Absorbance 





2.3 Results and Discussion 
Wild-type encapsulin (wt encapsulin) in pET-30b was over-expressed and purified using 
ultracentrifugation and size exclusion chromatography protocol. The subunit molecular mass of wt 
encapsulin were estimated using mass spectrometry (ESI-TOF MS), and it is corresponded with the 
calculated value (Figure 2.5 A, bottom). Their size intactness of wt encapsulin was confirmed by 
transmission electron microscopy (TEM) with outer diameter of 23-24 nm. (Figure 2.5 B, bottom). 
However, wt encapsulin was eluted much earlier than was expected and the ratio of absorbance of 
260nm to 280nm was higher in size exclusion chromatography (SEC) (Figure 2.5 C, bottom). In 
addition, wt encapsulin have significantly large hydrodynamic diameter of 182 nm in dynamic light 
scattering (DLS) measurement (Figure 2.5 D, bottom). These results demonstrate that wt encapsulin 
may randomly associated with nucleic acids causing in a larger hydrodynamic diameter. Moreover, wt 
encapsulin was not stable at high temperatures although encapsulin was isolated from thermophilic 
microorganism, Thermotoga maritima (Figure 2.2 A). 
 
 
Figure 2.2 Solubility and heat stability test of encapsulins using SDS-PAGE at 45, 55, 65oC. 
E_LH42C123 (B), E_LH138C123(C) and SP94-E_LH42C123 (D) have heat stability unlike wt (D). (P 
and S stand for precipitation and supernatant, respectively.) 
 
Nucleic acids attached on encapsulin could not be removed even a variety of purification methods, 
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we tried an immobilized metal chromatography, to obtain purified encapsulin without nucleic acids. Six 
consecutive histidine residues (His6) were genetically inserted to several loop regions and the C-termini 
of wt encapsulin which are exposed to outer surface. However, the C-terminal his-tags introduced into 
encapsulin did not be purified using Ni-NTA column indicating that C-termini of encapuslin are not 
fully exposed to outer surface. As alternative candidates, loop 42 (E_LH42) or 138 (E_LH138) in 
encapsulin, six consecutive histidine with linker were introduced into wt encapsulin resulting unusual 
heat-stability (Figure 2.2 B and C). This result indicated that residue 42 and 138 loop regions were 
exposed outer surface or inner surface (Figure 2.3 A and B). The E_LH42 became stable at 90oC (Figure 
2.4). The thermal stability of E_LH42 allow us to easily increase purity as well as to use it for functional 
nanomaterials synthesis as metal-binding template like other heat-stable protein cages.8, 116 
 
 
Figure 2.3 IMAC of E_LH42C123 (A) and E_LH138C123 (B). E_LH138C123 was captured with a 
Ni-ion-carged Histrap column and eluted with a linear gradient of a 5-100% elution buffer (1M 
imidazole in 20 mM sodium phosphate and 500 mM sodium chloride), while E_LH42C123 was not. 
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Figure 2.4 Size exclusion elution profiles of E_LH42C123 at 4oC (bottom), and after heating at 90oC 
(top). It demonstrates E_LH42C123 is heat stable at 90oC. 
 
Two intrinsic cysteines in encapulsin subunit, at position 123 and 197, the cysteine residue at 
position 197 in the interface was genetically replaced by serine residue because interfacial cysteine 
residue could cause the cage structure unstable upon chemical modifications (C197S, E_LH42C123). 
The molecular weight of the dissociated subunit was measured to confirm amino acid substitution 
(Figure 2.5 A, middle). 
E_LH42C123 has the same heat stability after having one cysteine residue per subunit. While there 
was no size change such as dissociation or aggregation observed under the TEM (Figure 2.5 B, middle), 
purified E_LH42C123 eluted much later than wt encapsulinin in SEC (Figure 2.5 C, middle and bottom) 
indicating that the hydrodynamic diameter becomes smaller than wt encapsulin. The increase of ratio 
at 280/260 nm was observed, indicating that there was no apparent nucleic acid association with cage 
(Figure 2.5 C, middle). In DLS data, the hydrodynamic size with 22 nm consistent with crystallographic 
studies and SEC was observed (Figure 2.5 D, middle).103 These data demonstrated that hexa histidine 
residue insertion and heat procedure are effective methods to remove randomly associated nucleic acid 
































Figure 2.5 Characterization of WT encapsulin, E_LH42C123, and SP94-E_LH42C123. (A) Molecular 
mass measurement of dissociated subunits of WT encapsulin (bottom), E_LH42_C123 (middle), and 
SP94-E_LH42C123 (top). Calculated and observed molecular masses are indicated. (B) TEM images 
of negatively stained WT encapsulin (bottom), E_LH42C123 (middle), and SP94-E_LH42C123 (top) 
with 1.5% uranyl acetate. (C) SEC profiles of WT encapuslin (bottom), E_LH42C123 (middle), and 
SP94-E_LH42C123 (top). (D) DLS measurements of WT encapsulin (bottom), Encap_loohis42C123 
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To utilize encapsulin as targeted delivery nanoplatforms, N-terminal cysteine synthesized SP94-
peptide (CGGSFSIIHTPTLPL) was covalently conjugated to the exposure surface of E_LH42C123 
through a chemical cross-linker, SMCC. SMCC is a heterobifunctional cross-linker that comprise 
maleimide moiety at one end and N-hydroxysuccinimide (NHS) ester at the other end. Once 
E_LH42C123 were conjugated with NHS ester in SMCC first and then maleimide functional group in 
SMCC and cysteine residue in SP94-peptide ligands were subsequently conjugated through thiol-
maleimide Michael-type addition (E_LH42C123-SMCC-SP94) because SP94-peptide could not bind 
directly with E_LH42C123. Prior to SMCC conjugation, E_LH42C123 were labeled with fluorescein-
5-maleimide (F5M) or prodrug, Aldoxorubicin (AlDox), to block thiols of E_LH42C123 (C123). 
 
Engineered cysteine residue of E_LH42 (E-LH42C123) was attached with F5M as a detect reagent 
for confocal microscopic imaging and used for labeling prodrugs (AlDox) later (see below). After all 
chemical conjugation, its shell integrity of the chemically modified E_LH42C123 were estimated with 
ESI-TO MS, SEC and TEM images. The dissociated subunit of fluorescein labeled E_LH42C123 
(fE_LH42C123) was observed to be 32426.0 Da (Figure 2.6 A), having an additional mass of F5M 
molecular mass (427.4 Da) to the subunit mass of E_LH42C123 (31998.0 Da, Figure 2.5 A, middle). 
In SEC, fE_LH42C123-SMCC-SP94 eluted at the same position as E_LH42C123 (Figure 2.6 B). It 
suggested that no changes in their structures were observed after chemical conjugating SP94 peptide 
and F5M and not induced the dissociation or aggregation of encapuslin. The TEM images of 
fE_LH42C123-SMCC-SP94 also estimated the uniform size distribution and their intactness with their 





Figure 2.6 Characterization of fE_LH42C123, fE_LH42-SMCC-SP94 and SP94-fE_LH42C123. (A) 
Molecular mass measurements of dissociated subunits of fE_LH42C123. Calculated and observed 
molecular masses were indicated. (B) Size exclusion elution profiles of fE_LH42C123-SMCC-SP94. 
(C) Transmission electron microscopic images of negatively stained fE_LH42C123-SMCC-SP94. (D) 
Size exclusion elution profiles of fE_LH42C123 (bottom) and SP94-fE_LH42C123 (top). 
 
To evaluate the target efficacy of fE_LH42C123-SMCC-SP94, they were treated to HepG2 cells 
and confirmed them using confocal microscopy.46-47 Although fE_LH42C123-SMCC-SP94 effectively 
bound to HepG2 cells, fE_LH42C123 without SP94-pepeide little bind to HepG2 cell (Figure 2.7). This 
data implied that the SP94-peptide displayed on fE_LH42C123-SMCC-SP94 surface well and 
effectively recognize to the target cells. These results that a series of chemical conjugation allows us to 
utilize encapuslin protein cages as target-specific diagnostic probes. 
While the chemical conjugation can give the function of targeting to encapsulin and have potential 
usage of cargo delivery platforms, it is difficult to control and determine the number of SP94-peptide 
conjugation due to multi-step chemical reactions. To overcome this drawback, we tried to genetically 
insert SP94-peptide with extra linker (GGTSSFSIIHTPILPLGG) at residue between 138 and 139 loop 
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their architectures after introduced targeting peptide and also, they were located at the exterior as we 
expected (Figure 2.3 B). This construct was also confirmed their heat stability (Figure 2.2 D). 
The subunit mass of genetically inserted SP94-peptide into E_LH42C123 template (SP94-
E_LH42C123) was estimated to be 33732.0 Da (Figure 2.5 A, top). The SEC data of SP94-
E_LH42C123 was same as that of E_LH42C123 (Figure 2.5 C, middle and top). Their intactness with 
a uniform size of approximately 23 nm in diameter was confirmed using TEM (Figure 2.5 B, top). In 
DLS measurement, SP94-E_LH42C123 verified a hydrodynamic diameter of 29.1 nm, slightly larger 
than that of E_LH42C123 (22.1 nm) probably because of the inserted surface SP94-peptide (Figure 2.5 
D, top). Even after F5M conjugation, the same elution profile was observed (Figure 2.6 D). The efficacy 
of targeted delivery of SP94-fE_LH42C123 was evaluated using same methods. While SP94-
fE_LH42C123 bound to HepG2 cells well, fE_LH42C123 without SP94-peptide bound little (Figure 
2.7) indicating that the genetically introduced SP94-peptide is successfully presented on the surface of 
encapsulin and allowed them to bind to the target cells specifically. This result indicated that encapsulin 
has potential as a nanoplatform acquiring specific targeting and imaging simultaneously. 
 
 
Figure 2.7 Fluorescent microscopy images of HepG2 cells treated with fE_LH42C123 (A-C), 
fE_LH42C123-SMCC-SP94 (D-F), and SP94-fE_LH42C123 (G-I). DAPI (left rows), fluorescein 
(middle rows), and merged (right rows) images are presented. fE_LH42C123, fEcnap_loophis42C123-








Figure 2.8 In vitro assay for the binding and release of drug molecules. (A) UV/vis absorption spectra 
of AlDox-SP94-E_LH42 (red, circles) and SP94-E_LH42C123 only (black, squares) at pH 9.0. A 
standard absorption curve of concentration-dependent AlDox is plotted (inset). (B) Time-dependent 
release profile of AlDox from SP94-E_LH42C123 at pH 5.5. 
 
To investigate the killing effect of genetically engineered AlDox-SP94-E_LH42C123. The 3-(4,5-
dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT) assay was performed. Although 
chemical and genetic modifications for targeting ligand presentations exhibited similar level of targeting 
capability, the genetic modified encapsulin was simpler for further applications and it is easy to control 
exact number of SP94-peptide. 6-maleimidocaproyl hydrazone prodrug of doxorubicin (AlDox)118 were 
chemically loaded onto the cysteine residues at C123 of SP94-E_LH42C123 (AlDox-SP94-
E_LH42C123) through thiol-maleimide Michael-type addition and treated HepG2 cells. By measuring 
the absorbance at 495 nm using UV/Vis, the amount of AlDox was quantified per SP94-LH42C123 
subunit and compared to that of a standard curve of free AlDox (Figure 2.8 A). The AlDox contents 
were estimated one per encapsulin subunit via UV/Vis analysis. It means that all cysteines in encapsulin 
were conjugated with AlDox. As AlDox is anchored through hydrazine linker which is sensitive at 
acidic condition like tumors environment, doxorubicin could be released from delivered encapsulin 
under the acidic environment of cancer cells. Doxorubicin release profile show that 60% of doxorubicin 
was released form AlDox-SP94-E_LH42 at pH 5.5 within 8 hr (Figure 2.8 B).118 
For 5 hr, SP94-E_LH42C123-AlDox treated to HepG2 cells, and washed several times with fresh 
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increased in a dose-dependent manner, as was also observed with free AlDox (Figure 2.9). In contrast, 
there was no significant effect on cell viability in only SP94-E_LH42C123 without AlDox. This result 
indicated that the encapsulin do not have killing effect themselves, but they effectively deliver loaded 
AlDox and releases drugs into target cells resulting in the severe cytotoxicity toward their target cells. 
Although SP94-E_LH42C123-AlDox showed similar cytotoxicity to that of free doxorubicin in in vitro 
cell viability test, SP94-E_LH42C123 may improve the solubility of the AlDox and allow target specific 
delivery of drugs reducing the side-effects which are critical for in vivo applications. Thus, combined 
incorporations of target SP94-peptide and anti-cancer prodrug, AlDox, on encapsulin may show clinical 
potential to improve the systemic treatment of a hepatocellular carcinoma. 
 
 
Figure 2.9 MTT cell viability assay. Dose-dependent cytotoxicity profiles of AlDox-SP94-E_LH42 
(red, circles), free AlDox (green, triagles), and SP94-E_LH42 (black, squares) toward HepG2 cells. 


























In this research, we designed and engineered modular and multifunctional delivery platforms using 
a novel protein cage, encapsulin, through both genetic and chemical modifications. E_LH42C123 have 
unusual heat stability after insertion of hexa histidines with extra linker at residue 42 of wt encapsulin 
and allowed us to readily produce them high yield. SP94-peptide, HepG2 targeting peptide, was 
displayed onto the outer surface of E_LH42C123 through either chemical conjugation or genetic 
insertion. Engineered encapsulin have stability after genetic and chemical modification. SP94-peptide 
presenting E_LH42C123 have specific binding efficacy to hepatocellular carcinoma cell, HepG2 and 
confirmed the cytotoxic effect of doxorubicin released from SP94-E-LH42C123-AlDox. Only SP94-E-
LH42C123 had no severe effect on cell viability. We were certain that the engineered encapsulin can be 
used for targeting specific cancer cell and delivering therapeutic reagents simultaneously as a 




Chapter 3. Cell Imaging Modular Toolkits using SpyTag/SpyCatcher 
 
3.1 Introduction 
Cancers remains one of the main reasons of human death in the world because of a late diagnosis 
and low effectiveness of treatment. Rapid, simple and target-specific diagnosis to reduce the side effect 
is still necessary for effective cancer diagnosis and treatment. One of the most commonly used cancer 
detection methods is optical imaging analysis. Optical cancer diagnosis techniques such as microscopy, 
photography, fluorescence tomography, bioluminescence and photoacoustic imaging can be 
successfully developed in vitro and in vivo. Although these diagnosis techniques require time-
consuming and costly procedures and have some limitation for applications and utilizations, they still 
have been used up to date for in vitro or in vivo imaging. Especially fluorescent microscope is a powerful 
tool for biomedical and clinical applications because it is easy to detect various specimens of cells and 
tissues with conjugation of fluorescent probes.119-121 
There are various methods to use detection of cancer cells and to give some functions for diagnosis 
tools. Although genetic or chemical engineering is the most ordinary technique to give functions, it is 
not easy to have multiple functions at the same time.122-124 Biological sample, protein units can be 
engineered genetically into one long open reading frame, but errors in protein synthesis and misfolding 
soon become limiting. Chemical modifications have possibilities to misgauge the exact number of 
conjugates and some need specific amino acid like cysteines to react. Therefore, we chose post-
translational modification method to ligase detecting and probing proteins. To overcome these 
challenges, individually modules expressing and then linking the modules together and also feasible to 
add the functions after expression of each proteins. Protein-peptide or protein-protein interaction such 
as epitope and FLAG tags have been widely used for diagnostic or detecting tools for cancer cells, but 
is often limited by stability and weak interactions. However, posttranslational ligation methods allow 
us to add other functions by a minimal risk of disrupting the function of the attached proteins and are 
easy, simple reaction without specific amino acids like cysteines. 
Particularly SpyTag peptide of 13 amino acids that spontaneously and irreversibly formed a 
covalent bond with its protein partner, SpyCatcher (138 amino acids, 15 kDa)111-114. SpyTag/Catcher are 
feasible to be fused genetically to any types of proteins because they have many advantages which are 
quiet stable in general biophysical condition and able to reduce risk of disrupting the function of target 




In this study, mCherry/eYFP and HER2/EGFR affibodies which are usually used in target-specific 
imaging method however we established a simpler, easier and more rapid imaging toolkit to target 
specifically cancer cells while we minimally engineered fluorescent proteins and affibodies using 
conventional fluorescent microscope and post-translational ligation method. Affibodies are genetically 
engineered small proteins which bind their receptors, target peptides or proteins with high affinity and 
are therefore a member of antibody mimetics, imitating monoclonal antibodies. Among them, we used 
HER2/EGFR affibodies, to target HER2 (Human epidermal growth factor 2) or EGFR (Epidermal 
growth factor receptor) which are members of the EGFR family of cell-surface receptors. HER2-
positive breast cancer has a more aggressive disease, greater likelihood of recurrence, pooper prognosis, 
and decreased survival rate, compare to HER2-negative cases.9, 125-127 Therefore, affibodies conjugated 
imaging tool is important for designing affibody target therapies and determination of its role in cells. 
Imaging modular toolkits have not only specific targeting ability but also functionality of cargo carrying 
using scaffolding protein, GST.124 Fluorescent imaging modular toolkits aim to overcome some 
limitations of current tools to provide functions of peptide-protein interaction technique and mix and 
match strategy (Figure 3.1). 
 
 
Figure 3.1 Schematic representation of constructing plug-and-playable fluorescent cell imaging 
modular toolkits using the bacterial superglue, SpyTag/SpyCatcher protein ligation system, and 















3.2 Materials and Methods 
Genetic modification and Protein purification of monomeric proteins 
SpyTag peptide (AHIVMVDAYKPTK) with extra amino acids was genetically added to the N-
termini of affibodies (HER2 and EGFR affibodies (Afb)) and fluorescent proteins (mCherry and eYFP) 
by an established polymerase chain reaction (PCR). SpyCatcher protein with extra amino acids also 
was genetically fused to the C-termini of fluorescent protein and N-termini of affibodies by PCR. 
SpyTag Peptide or SpyCatcher protein insertion was confirmed by DNA sequencing. Eight types of 
proteins (ST-HER2Afb/ST-EGFRAfb, mCherry-SC/eYFP-SC, SC-HER2Afb/SC-EGFRAfb and ST-
mCherry/ST-EGFRAfb) are transformed into competent Escherichia coli strain BL21 (DE3), and the 
proteins were overexpressed and induced by 0.5 mM isopropyl-β-D-thiogalactopyfanoside (IPTG). Cell 
growth continued 30ºC (except ST-HER2Afb/ST-EGFRAfb, 37ºC) for 12-15 hr after IPTG induction 
and cells were harvested by centrifugation at 5000 rpm for 10min at 4ºC. The pelleted cells were 
resuspended in 35 mL pH 6.5 phosphate buffer (50 mM sodium phosphate and 100 mM sodium chloride) 
and sonicated for 10 min in 30 s intervals after lysozyme was added in the resuspended solution. All 
types of proteins were subsequently centrifuged at 12000 g for 1 hr at 4ºC and purified by IMAC (1 mL 
HisTrap FF column / GE HealthCare). 
 
Characterization and ligation of AFPC (affibody:fluorescent protein conjugates) 
Concentration of purified ST-affibodies (or ST-fluorescent protein) and fluorescent-SC (or SC-
affibodies) were examined by BCA assay and mixed them at 5min to overnight at room temperature, 
and then analyzed reaction products with SDS-PAGE and MS. Reaction was stopped at indicated time 
by adding SDS loading buffer and boiling at 110ºC. Each monomeric proteins or reaction products was 
loaded onto a MassPREP microdesalting column (Waters) with aqueous acetonitrile solvents (buffer A: 
5% acetonitrile, 1% formic acid in water) and eluted with buffer B (5% water, 1% formic acid in 
acetonitrile) at a flow rate of 0.5 mL/min. The molecular masses of each species can be determined 
from the charges and the observed m/z ratio values. Mass spectra were acquired in the range of m/z 
500-3000 and deconvoluted using MaxEnt1 from MassLynx program to obtain the average mass from 
multiple charge state distributions.  
 
Cell culture and confocal microscopy imaging 
SK-BR-3 cells were cultured in DMEM medium with 10% fetal bovine serum (FBS) and 1% 
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antibiotic-antimycotic, MCF-10A cells were grown in DMEM/F12 with 5% horse serum, 1% 
penicillin/streptomycin, EGF, hydrocortisone, insulin and 25 mM sodium bicarbonate. MDA-MB-468 
cells were grown in Leibovitz’s L-15 medium with 10% FBS, 1% antibiotic-antimycotic, 25 mM 
HEPES and sodium bicarbonate. MCF-7 cells were cultured in RPMI-1640 with 10% FBS and 1% 
antibiotic-antimycotic. SK-BR-3, MCF-10A, MDA-MB-468 and MCF-7 cells were incubated in 
humidified atmosphere of 5% CO2 and 95% air at 37ºC. The cells were grown on microscope cover 
glass in 12-well plate. AFPC (affibody:fluorescent protein conjugates) samples were treated for 1hr at 
37ºC and cells were fixed with 4% paraformaldehyde in PBS in case of live cell imaging. Negative 
control (only fluorescent protein) also were treated in cells same methods. Before sealing, the cells were 
washed two times with PBS, and nuclei were stained with DAPI. Images of AFPC samples were 
collected using Olympus Fluoview FV1000 confocal microscope (Olympus, UOBC). 
 
Cytotoxicity assay 
The in vitro cytotoxicity was measured using thiazolyl blue tetrazolium bromide (MTT, sigma-
Aldrich) assay. SK-BR-3 and MCF10A cells were seeded into 96-well cell culture plate at 1×104 
cells/well and then incubated in grow medium for 24 hr at 37ºC under 5% CO2. After treated AFPC, 
AlDox loaded AFPC, free AlDox and PBS in cells for 1 hr and then washed with fresh medium for 7 
days. The cells were treated 200 µL of medium containing of 0.5 mg/mL of MTT for 4 hr and then, 
removed medium and resuspended with 200 µL of dimethyl sulfoxide (DMSO) to dissolve the formazan 
crystals formed by viable cells. Absorbance of 96-well plate were measured at 595 nm using 
multiscanner (TECAN). 
 
3.3 Results and Discussion 
For effective cancer treatment, target-specific and simple diagnosis should be achieved. 
Conjugation of target-specific affibodies and sensitive fluorescent proteins may allow us to effectively 
detect various types of cancer cells depending on targeting affibodies. HER2 and EGFR have been 
known to be over-expressed in numerous cancer cells such as breast, ovarian, stomach, kidney, prostate 
and lung cancer cells and they are good candidates as cancer biomarkers. Therefore, we chose HER2 
and EGFR affibodies, which selectively recognize HER2 and EGFR and tightly bind to them 
respectively, as targeting affibodies and eYFP and mCherry as fluorescent proteins. Genetic fusion may 
be the most commonly used approach to combine two or more functional proteins together. However, 
genetic fusion of two different proteins often causes misfolding or the loss of function. Furthermore, 
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each targeting moiety and fluorescent protein should be individually fused in the molecular level. To 
avoid this issue and establish a new cell imaging modular toolkit, we applied protein ligation system, 
SpyTag/SpyCatcher, which covalently conjugates two functional proteins post-translationally. SpyTag 
(ST) peptide (AHIVMVDAYKPTK) with extra amino acids was genetically added to the N-termini of 
affibodies (ST-HER2Afb and ST-EGFRAfb), whereas SpyCatcher (SC) protein with extra amino acids 
was genetically fused to the C-termini of fluorescent proteins (eYFP-SC and mCherry-SC). Each 
construct was efficiently over-expressed in E. coli, simply purified with IMAC as previously described 
(refs), and confirmed with molecular mass measurements with electrospray ionization-time of flight 
mass spectrometry (ESI-TOF MS) (Figure 3.2). 
 
 
Figure 3.2 Molecular mass measurements of SpyTag-affibodies and fluorescent protein-SpyCatcher. 
To investigate whether genetically engineered ST-affibodies (ST-HER2Afb and ST-EGFRAfb) and 
fluorescent protein-SC (eYFP-SC and mCherry-SC) can form isopeptide bond to covalently conjugate 
to each other as previously described112, we mixed them, sampled them at indicated times, and analyzed 
reaction products with SDS-PAGE and MS. SDS-PAGE analyses showed that the covalent ligation 
between ST-affibodies and fluorescent protein-SC were almost completed within 5 min regardless of 
species of affibodies or fluorescent proteins (Figure 3.3 A-D) consistent with previous reports.111-114 
Molecular mass measurements of reaction products showed the sum of the individual masses minus 18 
Da due to loss of water confirming isopeptide bond formation between ST-affibodies and fluorescent 




Figure 3.3 Characterization of AFPCs as results of the isopeptide bond formation between ST-affibody 
and fluorescent protein-SC. Reaction products of ST-HER2Afb and eYFP-SC (A and E), ST-HERAfb 
and mCherry-SC (B and F), ST-EGFRAfb and eYFP-SC (C and G), and ST-EGFRAfb and mCherry-
SC (D and H) were analyzed using SDS-PAGE (A-D) and ESI-TOF MS (E-H). Reaction times and 
molecular weight markers are indicated and proteins are indicated and proteins are stained with 
Coomassie blue (A-D). Calculated and observed molecular masses are indicated (E-H) (blue arrow: 
conjugated product of AFPCs). 
ST-HER2Afb + eYFP-SC ST-HER2Afb + mCherry-SC























































































































As expected, covalent conjugation of two distinct any proteins of interest can be easily achieved 
by SpyTag-SpyCatcher ligation method, because isopeptide bond formation between fused ST and SC 
is simple, rapid, and effective and fusion proteins would be used for modular toolkits using mixing-and-
matching strategy through simple protein ligation pairs as Howarth group demonstrated.111-114 
To assess the dual functionalities, targeting and detecting capabilities, of AFPCs, we prepared SK-
BR-3 and MDA-MB-468 cells which are known to overexpress HER2 and EGFR on their surface, 
respectively, treated them with HER2Afb:fluorescent protein (HER2Afb:eYFP or HER2Afb:mCherry) 
or EGFRAfb: fluorescent protein (EGFRAfb:eYFP or EGFRAfb:mCherry), and monitored them with 
confocal fluorescence microscope. Each AFPC efficiently bound to their corresponding SK-BR-3 or 
MDA-MB-468 cells, whereas fluorescent protein-SC without ST-affibodies did not bind to SK-BR-3 
or MDA-MB-468 cells (Figure 3.4). However, AFPC did not bind to MCF10A or MCF7 cells because 
they are known not to express HER2 or EGFR on their surface (Figure 3.4). These data suggest that 
AFPC effectively recognize their target cells and bind to them selectively with minimum non-specific 
binding allowing us to visualize specific cancer cells with selective colors on demands. One advantage 
of utilizing modular toolkits is universality (or versatility) and SpyTag/SpyCathcer system should be 





Figure 3.4 Fluorescent microscopic images of various cells treated with AFPCs and fluorescent protein-
SC. Cells and AFPCs are indicated on the top and bottom of image panels, respectively. Nuclei are 
stained with DAPI (blue, top panels), and eYFP and Cherry are visualized in yellow and red, 











We examined whether SpyTag and SpyCatcher can be alternatively introduced to affibodies and 
fluorescent proteins, respectively. We genetically fused SC with affibodies to form SC-HER2Afb or 
SC-EGFRAfb and independently introduced ST to fluorescent proteins to produce ST-eYFP or ST-
mCherry (Figure 3.5).  
 
 
Figure 3.5 Molecular mass measurements of SpyCatcher-affibodies and SpyTag-fluorescent proteins. 
 
We prepared them with same purification methods without any significant trouble and confirmed 
their proper covalent ligation with almost identical efficiency with SDS-PAGE and MS analyses (Figure 
3.6). Resulting conjugates also showed almost identical targeting and detecting efficacy regardless of 
fused proteins to ST or SC suggesting that switching of ST or SC did not influence on the efficiency of 
isopeptide formation nor to dual functions, targeting and detecting efficacy, at all (Figure 3.7).  
These fluorescence cell image data imply that targeting and probing functionalities can be easily 
implanted simultaneously by protein ligation system depending on user’s choice and this approach can 





Figure 3.6 Characterization of AFPC. Products of SC-HER2Afb and ST-eYFP (A, E), SC-HER2Afb 
and ST-mCherry (B, F), SC-EGFRAfb and ST-eYFP (C, G), and SC-EGFRAfb and ST-mCherry (D, 
H) are analyzed with SDS-PAGE (A-D) and ESI-TOF MS (E-H). Reaction times and molecular weight 
markers are indicated (A-D). Calculated and observed molecular masses are indicated (E-H). (Blue 




Figure 3.7 Fluorescent microscopic images of various cells treated with AFPCs and ST-fluorescent 
proteins. Cells and AFPCs are indicated on top and the bottom of image panels, respectively. Nuclei 
are stained with DAPI (blue, top panels), and eYFP and mCherry are visualized with yellow and red, 
respectively (bottom panels). 
 
In addition to targeting and detecting dual functionalities implanted by SC-ST mediated ligation, 
additional functionality can be incorporated using genetic fusion prior to protein ligation. We genetically 
introduced glutathione-S-transferase (GST) between ST and HER2 affibody to form ST-GST-HER2Afb 
fusion protein. ST-GST-HER2Afb was purified with same methods as those of ST-HER2Afb. Molecular 
mass of ST-GST-HER2Afb was measured as 37782.0 Da which is well matched with theoretically 
calculated value (Figure 3.8) and stability and solubility of ST-GST-HER2Afb did not significantly 
altered. ST-GST-HER2Afb was also successfully conjugated with both mCherry-SC and eYFP-SC 
through same isopeptide bond formation with almost identical efficiency as previously described 




Figure 3.8 Characterization of ST-GST-HER2 (A) and conjugates between ST-GST-HER2Afb and 
fluorescent protein-SC. Reaction products are analyzed via SDS-PAGE (B, D) and ESI-TOF MS (C, E). 
 
Fluorescent confocal images of SK-BR-3 cells treated with GST-HER2Afb:eYFP (ST-GST-
HER2Afb and eYFP-SC) and GST-HER2Afb:mCherry (ST-GST-HER2Afb and mCherry-SC) 
suggested that GST insertion did not alter the targeting and imaging capability of complexes and thus 
complexes could be also utilized as an imaging toolkit and cargo carrier concurrently (Figure 3.9). 
Since GST and extra linkers have four cysteines, any cargoes which have cysteine-reactive 
moieties can be easily conjugated.124 We chose 6-maleimidocaproyl hydrazine prodrug of doxorubicin 
(AlDox) as a cargo because it has cysteine-reactive maleimide moiety and doxorubicin (Dox)118 is a 
popular anti-cancer reagent when it is released. Contents of conjugated AlDox were evaluated by 
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UV/Vis spectrophotometer, since AlDox specifically absorbs 495 nm. UV/Vis analysis showed that 
approximately two AlDox were conjugated to a ST-GST-HER2Afb molecule on average. 
 
 
Figure 3.9 Fluorescent microscopic images of SK-BR-3 and MCF 10A cells treated with fluorescent 
proteins-SC, GST-HER2Afb:fluorescent proteins (GST-HER2Afb:eYFP or GST-HER2Afb:mCherry). 
Cells and AFPCs are indicated on top and the bottom of image panels, respectively. Nuclei are stained 
with DAPI (blue, top panels), and eYFP and mCherry are visualized with yellow and red, 
respectively(bottom panels). (Scale bar: 20 µM) 
 
Two proposed mechanisms which by doxorubicin acts in cancer cells are well-known. One is 
damaging to cellular membrane, DNA and protein due to generation of free radicals and the other is 
interaction into DNA and disruption of topoisomerase-II-mediated DNA repair.128-129 To confirm how 
to doxorubicin loaded ST-GST-HER2Afb works and effect cytotoxicity in SK-BR-3 cells by these 
proposed mechanisms, we performed live confocal microscope cell imaging. Live fluorescence cell 
images of SK-BR-3 cells showed the positions of the free AlDox (red), eYFP-SC (yellow) and AlDox 
loaded GST-HER2Afb:eYFP (AlDox-GST-HER2Afb:eYFP), respectively (Figure 3.10). Although red 
fluorescent signal of AlDox-GST-HER2Afb:eYFP appeared strongly in both nucleus and cytosol 
(Figure 3.10 middle), yellow fluorescent signal of GST-HER2Afb:eYFP complex was found only in 
cytosol (Figure 3.10 bottom). These data suggested that AlDox-GST-HER2Afb:eYFP bound to surface 
HER2 receptors of SK-BR-3 cells and were endocytosed into the cytosol and subsequently some Dox 




Figure 3.10 Fluorescent microscopic images of SK-BR-3 treated with free AlDox, AlDox-GST-
HER2Afb:eYFP, or GST-HER2Afb:eYFP. Nuclei are stained with DAPI and shown in blue (left 
columns). eYFP and Dox are visualized with yellow and red, respectively (middle columns) and merged 
images (right columns) are presented. (Scale bar: 20 µM) 
 
To follow post-target binding event, we treated SK-BR-3 cells with GST-HER2Afb:eYFP and 
visualized their positions according to incubation times (Figure 3.11). We additionally used lysotracker, 
which stains acidic subcellular organelles in living cells, to prove that GST-HER2Afb:eYFP are 
endocytosed and stayed mainly within acidic subcellular organelles in cytosol. GST-HER2Afb:eYFP 













Figure 3.11 Subcellular localization of GST–HER2Afb:eYFP in SK-BR-3 cells are visualized 
according to incubation times. Nuclei are stained with DAPI (blue, left column), and eYFP and 
lysotracker are visualized with yellow and red, respectively (middle two columns). Merged images of 
eYFP and lysotracker are presented in right column. (Scale bar: 20 µM) 
 
Hydrazine linkage is well known to be relatively stable at neutral pH, but effectively cleaved at 
low pH (pH 4.5-5.5). A time-dependent release study of Dox from AlDox conjugated ST-GST-
HER2Afb at pH5.5 showed that approximately 50% of Dox was released within 15 hr (Figure 3.12). 
These data supported the idea that acid-sensitive hydrazine linkages were cleaved resulting in the 
release of Dox from AlDox-GST-HER2Afb:eYFP in acidic endosomes and the released Dox only went 













Figure 3.12 Time-dependent release profile of AlDox from ST-GST-HER2Afb at pH 5.5. 
 
To further confirm that the released Dox moves to the nucleus upon low pH-induced cleavage, we 
conjugated fluorescein-5-maleimide (F5M), which is not acid-cleavable, to the cysteine residues of ST-
GST-HER2Afb through thiol-maleimide Michael-type addition. SK-BR-3 (high HRE2 receptor 
expression), MDAMB231 (low expression) or MCF10A (no expression) cells were treated with F5M-
GST-HER2Afb:mCherry and we observed high (SK-BR-3), low (MDAMB231) or no (MCF10A) 
fluorescent signals in cytosol depending on the levels of HER2 expression (Figure 3.13). In addition, 
green and red fluorescent signals were overlapped to each other suggesting that non-cleavable 
fluorescein stayed with GST-HER2Afb:mCherry in cytosol (Figure 3.13). These fluorescent cell image 

































Figure 3.13 Fluorescent microscopic images of various cells treated with F5M-GST-
HER2Afb:mCherry. High (SK-BR-3, top panels), low (MDA-MB-231, middle panels), or no (MCF10A, 
bottom panels) fluorescent signals are observed in the cytosol, depending on the levels of HER2 
expression and green and red fluorescent signals overlap to each other. Nuclei are stained with DAPI 
(blue, left columns), and F5M and mCherry are visualized with green and red, respectively (second and 
third columns). Merged images of F5M and mCherry channels are presented in right columns. (Scale 
bar: 20 µM) 
 
To further support action mechanism of AlDox-GST-HER2Afb:eYFP, we collected fluorescent 
live cell images in a time course upon treatments of AlDox-GST-HER2Afb:eYFP (Figure 3.14). ST-
GST-HER2Afb only without AlDox did not show any red fluorescence signal, whereas AlDox-GST-
HER2Afb:eYFP exhibited strong red fluorescence signals (Dox) through all time courses (Figure 3.14). 
We could observe red fluorescence signals in not only nucleus but also cytosol and the morphology of 
SK-BR-3 cells treated with AlDox-GST-HER2Afb:eYFP was significantly altered even in early time 
(30 min) (Figure 3.14). Live cell imaging results suggested that Dox was effectively released from GST-




Figure 3.14 Confocal images of AlDox-GST-HER2Afb:eYFP to confirm action mechanism depend on 
time. Nuclei are stained with DAPI and shown in blue (left columns). Dox and DIC are visualized with 
red and gray, respectively (middle columns) and merged images (right columns) are presented. (Scale 
bar: 20 µM) 
 
The cytotoxicity of AlDox-GST-HER2Afb:eYFP was examined using 3-(4,5-dimethylthiazol-2-
yl)-2,5-diphenylatetrazolium bromide (MTT) cell viability assay and the results are given Figure 3.16. 
While viabilities of SK-BR-3 cells treated with AlDox-GST-HER2Afb:eYFP or free AlDox decreased 
significantly as the concentrations of AlDox increased, those of GST-HERAfb:eYFP were not 
influenced. These results implied that GST-HER2Afb:eYFP itself does not alter cell viability but 
effectively delivers conjugated Dox resulting in almost identical cytotoxic efficacy to that of free Dox. 
Although AlDox-GST-HER2Afb:eYFP has a targeting capability, it did not show any superior 
cytotoxicity to free Dox in cell viability tests probably because free Dox can easily diffuse in almost 
any types of cells. One major advantage of targeting strategy would be minimizing side-effect of drugs. 
To test whether AlDox-GST-HER2Afb:eYFP indeed minimizes off-target effects, we treated MCF10A 
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HER2Afb:eYFP, or free Dox. While free Dox effectively killed MCF10A cells almost identical levels 
to those of SK-BR-3, only approximately 20% of MCF10A cells were killed upon AlDox-GST-
HER2Afb:eYFP treatment (Figure 3.15). These data indicated that AlDox-GST-HER2Afb:eYFP has a 
targeting ability to specific cancer cells avoiding significant side effects on normal cells. 
 
 
Figure 3.15 MTT cell viability assay. Dose dependent cytotoxicity profiles of AlDox-GST-
HER2Afb:eYFP, GST-HER2Afb:eYFP, and free Dox toward SK-BR-3 (A) and MCF10A (B). Five 
independent experiments were performed and the error bars are indicated. 
 
3.4 Conclusions 
Simple plug-and-playable fluorescent cell imaging modular toolkits are established using the 
bacterial superglue SpyTag/SpyCatcher protein ligation system. A variety of affibody-fluorescent 
protein conjugates (AFPCs) are post-translationally generated via the isopeptide bond formation, and 






















































Chapter 4. Layer-by-layer Assemblies with Protein Cage via His-tag/metal Recognition 
 
4.1 Introduction 
The development of uniform nanostructures containing biomolecules is important in the area of 
biomaterial science and technology. Multilayered arrays of functional biomolecules provide a high 
specificity and/or activity on a smaller scale. Their spontaneous or directed assembly is accomplished 
by cooperative interactions–covalent or noncovalent–of one or more small components that assemble 
in a predefined way to produce a larger structure from the bottom-up. Thus molecular nanostructures 
with well-defined particle size and shape is used for many applications such as imaging agents, 
multilayer films, nanoelectronic devices29, 130-133 and layer-by-layer (LbL) assemblies.  
During recently years, nanoparticles such as viral nanoparticles (VNP), inorganic nanoparticles, 
polymers and protein cages have become popular building blocks for nanostructures. Protein cages such 
as ferritins, heat shock proteins (Hsp), viral capsids and DNA-binding proteins have been widely used 
as nano-scale building blocks to LbL assembly32-38 since protein cage architectures are biocompatible, 
endogenously self-assembled from a limited number of protein subunits into higher order structures 
with uniform size distribution as they are gene products, and easy to be modified either by genetically 
or chemically, indicating that both structural and functional components can be integrated. Also, atomic 
resolution structural information of the cage is identified, allowing us rationally to design and control 
at the molecular level. LbL assemblies can be used to make semi-permeable membranes, sensors, solid-
state electrolytic films for fuel-cell components and nanomechanical films. The versatility of LbL 
assembly is due to the fact that multiple functionalities can be readily incorporated into the films, even 
on irregular or flexible supports. 
One of the main strategies to construct nanostructures is the ability to have immobilized 
biomolecules with preserved activity, and lots of research groups have incorporated mediators that 
significantly improve sensing ability such as specific interaction between biotin and streptavidins. 
However, such binding mediators have formation often causing size-mismatching and huge gap 
between two building blocks. To overcome this, we made a novel nanostructure using the binding 
affinity of histidine and Ni-NTA within one template without mediators. The hexahistidine were 
genetically inserted and Maleimido-NTA-Ni was chemically introduced into the protein cage template 
that can recognize and bind each other. Polyhistidine and other metal-binding motifs have proven highly 
advantageous to protein identification of fusion proteins and to speed up the purification process as well 
can be used to immobilize proteins on a surface, as required for certain assays. Nevertheless we used 
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metal affinity tags in order to build a uniform nanostructure and indicate expand the possibilities for 
fabricating functional materials and developing new devices.134-135 
Herein, we used a previously redesigned natural capsid-forming enzyme, lumazine synthase 
protein cage nanoparticles (PCN) from Aquifex aeolicus (AaLS) for building blocks (Figure 4.1). AaLS 
is an enzyme which catalyses the penultimate step in the synthesis of riboflavin and forms icosahedral 
capsids consisting of 60 identical subunits with exterior diameter is 15.4nm and an 8nm interior cavity. 
AaLS have been used as template for crystallization of inorganic nanoparticles such as iron oxide and 
for encapsulation of guest molecules such as green fluorescent proteins (GFP) by using engineered 
electrostatic interactions between host and guest to drive binding. However, it has not been tried to use 
AaLS as one of the building blocks to construct a nanostructure before.136-138 
To build a uniform nanostructure, novel protein cage, genetically modified AaLS-His6 and 
chemically modified Maleimido-NTA-Ni labeled AaLS L153C PCN were utilized. By using direct 
interaction between AaLS-His6 and Maleimido-NTA-Ni labeled AaLS L153C PCN, LbL assembly was 
developed on the single protein cage without mediators. 
 
 
Figure 4.1 Uniform LbL assemblies were constructed by using two genetically and/or chemically 





























































4.2 Materials and methods 
AaLS PCN mutagenesis, expression and purification 
The optimized AaLS gene was synthesized and subcloned into the IPTG-inducible pET-30b 
expression vector (Invitrogen) containing hexa-histidine tags at the C-terminus with extra linker 
residues (ADPGGLVPRGSGPNSSSVDKLAAALE). Cysteine substitution of leucine 153 was 
conducted by using established quick change mutagenesis protocol using pET-30b based plasmids 
encoding genes for AaLS PCN. The amplified DNAs were used to transform the competent Escherichia 
coli strain BL21 (DE), which resulted in the over-expression of the AaLS PCN containing either the C-
terminal histag (AaLS-His6) or cysteine instead of leucine at residue 153 (L153C AaLS), respectively. 
The resultant AaLS-His6 PCNs and L153C AaLS PCNs were purified by immobilized ion-metal affinity 
chromatography (IMAC) and heat precipitation followed by size exclusion chromatography as 
previously described.34 
 
Synthesis of N,N-bis(carboxylmethyl)-N-(3-maleimidopropionyl)-L-lysine (Maleimido-NTA)  
 
Maleimido-NTA was prepared via the slight modification of the reported procedure.43 N-
Succinimidyl 3-maleimidopropionate (61.2 mg, 0.23 mmol)139 in acetonitrile (50 mL) was added to the 
10mM aqueous sodium carbonate solution (60 mL) with N,N-bis(carboxylmethyl)-L-lysine hydrate 
(50 mg, 0.19 mmol: anhydrous base) at pH 8.5. After stirring overnight at room temperature, the 
reaction mixture was neutralized with 1 M hydrochloric acid, and then concentrated in vacuo. The 
reaction mixture was purified by rinsing with acetonitrile to afford the title compound as a white solid. 
 
Chemical modifications of L153C AaLS PCN 
Complexes of Ni ion and maleimido-NTA were formed via mixing NiSO4 and maleimide-NTA 
with 1:1 ratio at room temperature for an hr. Subsequently, L153C AaLS PCNs were incubated with 10 
mol equivalents of maleimido-NTA-Ni ion complexes at room temperature with vigorous shaking 
overnight. Unreacted maleimido-NTA-Ni ion complexes were removed by extensive dialysis at 4oC.140 
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Immobilized metal affinity chromatography (IMAC) 
Chromatography was performed using Histrap HP 1 mL columns (GE Healthcare) under the 
control of a Duoflow FPLC system (Bio-Rad). Solutions for chromatography were pH 7.4 with 5 mM 
imidazole in 20 mM sodium phosphate, 500 mM NaCl (A, Binding buffer) and pH 7.4 with 1 M 
imidazole in 20 mM sodium phosphate, 500 mM NaCl (B, Elution buffer). After injection of the sample, 
column was equilibrated with binding buffer A and AaLS-His6 PCNs were eluted with a linear gradient 
of 5-100% elution buffer B with a flow rate of 1 mL/min. Protein elution was monitored by UV detector 
at 280 nm. 
 
Mass spectrometry 
The subunit masses of genetically and chemically modified AaLS PCNs were analyzed using an 
ESI-TOF mass spectrometer (Xevo G2 TOF, Waters) interfaced to a Waters UPLC and an autosampler. 
Samples were loaded onto the MassPREP Micro desalting column (Waters) and eluted with a gradient 
of 5-95% (v/v) acetonitrile containing 0.1% formic acid with a flow rate of 500 μL/min. ESI generally 
produces a series of multiply charged ions and the charges are typically distributed as a continuous 
series with a Gaussian intensity distribution and the molecular masses of each species can be determined 
from the charges and the observed mass-to-charge (m/z) ratio values. Mass spectra were acquired in the 
range of m/z 500-3000 and deconvoluted using MaxEnt1 from MassLynx version 4.1 to obtain the 
average mass from multiple charge state distributions. For clarity, only deconvoluted masses were 
presented.  
 
Surface plasmon resonance (SPR) analysis 
SPR experiments were performed with NTA immobilized sensor chip (GE Healthcare) on a 
Biacore 3000 device at 25oC. Running buffer (10 mM HEPES, 150 mM NaCl and 50 μM EDTA at pH 
7.4), nickel ion solution, and regeneration solution (10mM HEPES, 150mM NaCl and 350mM EDTA 
at pH 7.4) were prepared for binding analysis. 500 μM NiSO4 solution was injected to NTA immobilized 
sensor chips at a flow rate of 10 μL/min for 4 mins for Ni (II)/NTA chelation and unbound Ni ions were 
removed with running buffer. Various amounts of AaLS-His6 PCNs (0.1, 0.2, 0.4, 0.8 and 1.6 μg/mL) 




Quartz crystal microbalance (QCM) measurements 
QCM experiments were performed using Q-Sense E4 and standard gold QCM sensors (Q-sense, 
Sweden) as described previously, with slight modifications (ref). The system was operated in flow mode 
with a pump and temperature was maintained at room temperature (25.0±0.1oC). Each sample solution 
was introduced to the measurement chamber with a pump and continuously measured for 3 min prior 
to the subsequent introductions. AaLS-His6 and AaLS-NTA-Ni PCNs were introduced at concentrations 
of approximately 100 μg/mL, respectively, in HEPES buffer (10 mM HEPES, 100 mM NaCl, pH 7.4. 
Resonance frequencies were measured simultaneously at seven harmonics (5, 15, 25, 35, 45, 55 and 65 
MHz). For clarity, only the normalized frequency of the third overtone is shown. 
 
Atomic force microscopy (AFM) analysis 
For the layer-by-layer coating of protein cages on Au surfaces, Au thin films (~13 nm) were 
thermally deposited on Si substrates. Prior to thermal deposition, a Si wafer was washed in an ultrasonic 
bath with isopropanol, and blow dried with nitrogen gas. Protein cages were coated on Au/Si substrate 
by dip coating method. In this process, Au/Si substrates were dipped into AaLS-His6 PCN solution for 
25 min, slowly taken out of the solution with vertical direction, blow-dried with nitrogen gas, and then 
rinsed with DI water, resulting in the monolayer coating of AaLS-His6 PCN on Au/Si substrates. By 
alternatively repeating these procedures with AaLS-NTA-Ni PCN and AaLS-His6 PCN solution, bilayer 
and trilayer coated samples were obtained. The root mean square or RMS roughness (Rq) of these layers 
was compared by using AFM analysis (DI-3000, Veeco). 
 
4.3 Results and discussion 
To construct highly ordered nanostructures, AaLS PCNs were utilized for constructing the nano-
building blocks. Six consecutive histidine residues (His6) is known to be an affinity tag which binds 
tightly to nitrilotriacetic (NTA)-chelated Ni ions, and this approach has been widely used for protein 
purification.134-135, 141 By manipulating wild-type AaLS PCNs (wt AaLS) so that one type had His6 tag 
and the other had Ni ion-chelating agent, these two types of AaLS PCNs can form clusters through 
specific and simple recognition each other (Figure 4.1). The His6 affinity tag was genetically introduced 
to the C-terminus of the wt AaLS PCNs. As C-termini of the wt AaLS exposed to exterior surface, it is 
feasible to anchor the functional moieties.142 Alternatively, leucine residue at position 153 of the wt 
AaLS was substituted to cysteine (L153C) for selective chemical modifications (Figure 4.1). 
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The AaLS-His6 PCNs were over-expressed and purified by IMAC. Bound AaLS-His6 PCNs were 
eluted from the column with an elution buffer containing approximately 600 mM imidazole (Figure 4.2 
A). The AaLS-His6 PCNs was confirmed by ESI-TOF MS. Whereas the subunit mass of the wt AaLS 
was 16,705.2 Da (Figure 4.4), the subunit mass of AaLS-His6 PCN was determined to be 19,098.5 Da, 
which good agreement with the calculated value (Figure 4.2 B). To investigate the cage integrity of 
AaLS-His6 PCNs, size-exclusion chromatography (SEC) and transmission electron microscopy (TEM) 
were used. AaLS-His6 PCNs eluted at the same position as did wt AaLS PCNs on the SEC (Figure 4.2 
C). The intact cage architecture of AaLS-His6 PCNs confirmed using negatively stained TEM images 
with a uniform size distribution of 15-16 nm in diameter (Figure 4.2 D), indicating that the hexa 
histidine do not alter their own architecture of the AaLS PCNs or induce the dissociation or aggregation 
of AaLS PCNs.  
 
Figure 4.2 Characterization of AaLS PCN containing His-tags at the C-termini (AaLS-His6 PCNs). (A) 
IMAC of AaLS-His6 PCNs. AaLS-His6 PCNs were captured with a Ni ion-charged Histrap column and 
eluted with linear gradient of 5-100% elution buffer (1 M imidazole in 20 mM sodium phosphate and 
500 mM NaCl). Absorption traces at 280nm. (B) Molecular mass measurement of dissociated subunits 
of AaLS-His6 PCNs (calculated, 19097.8 Da; observed, 19098.5 Da). (C) SEC profiles (280nm) of 
AaLS-His6 PCNs (top) and wt AaLS PCNs (bottom). The samples were loaded onto a 10 x 300 mm 
superpose 6 (GE healthcare) size exclusion column which is pre-equilibrated with 50 mM phosphate, 
100 mM NaCl (pH 6.5) and eluted with same buffer at a rate of 0.5 mL/min. (D) TEM image of 2% 
uranyl acetate stained AaLS-His6 PCNs. 
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The binding affinity between AaLS-His6 PCNs and Ni ion chelates were further examined using 
surface plasmon resonance (SPR). NTA immobilized SPR sensor chip was first activated with the Ni 
ion solution to form Ni-NTA chelating complexes on the surface of SPR sensor chip. Before proceeding 
with each experiment, removing AaLS-His6 PCNs bound to Ni ions on the sensor chip using 350mM 
EDTA, subsequently reactivating the surface with the Ni ions solution. Although gradual increases in 
SPR response units (RU) were observed upon AaLS-His6 PCNs, with RU values reaching a plateau at 
each concentration (Figure 4.3 A), no RU change was observed with wt AaLS PCNs (Figure 4.3 B). No 
apparent dissociation of AaLS-His6 PCNs from the immobilized Ni was observed even after buffer 
washing, suggesting that the multiple His-tags on the surface of the AaLS-His6 PCN cooperatively 
interacted with the chelated Ni ions.80, 134, 143 
 
 
Figure 4.3 SPR analyses of AaLS PCNs binding to Ni-NTA immobilized SPR sensor chip. Various 
amounts of AaLS- His6 PCNs and wt AaLS PCNs (0.1, 0.2, 0.4, 0.8 and 1.6 μg/mL) were loaded to the 
activated Ni-NTA sensor chips at a flow rate of 5 μL/min for 8 mins. (A) Gradual increases in SPR 
responses (RU) were observed upon the introduction of AaLS-His6 PCNs, with RU values reaching a 
plateau at each concentration. (B) No RU change was observed with wt AaLS PCNs. 
 
AaLS L153C PCNs were chemically modified with N,N-bis(carboxylmethyl)-N-(3-
maleimidopropionyl)-L-lysine (maleimido-NTA) complexed with Ni ions (maleimido-NTA-Ni) for 
counterpart building blocks. Maleimido-NTA was prepared via a slight modification of the reported 
procedure. The crystal structure of AaLS demonstrates position 153 leucine residue is exposed to the 
exterior and cysteine residue at 37 is in interface, that is not appropriate for labeling ligands. This being 


































so, leucine residue 153 was substituted to cysteine and attached functional moieties for being exposed. 
The chemical attachment of AaLS L153C PCN with maleimido-NTA-Ni(II) was measured by ESI-TOF 
MS (Figure 4.5 A) and 470 Da difference between AaLS L153C PCN and that of AaLS L153C PCN 
labeled with maleimido-NTA-Ni(II) is observed. However, two distinct molecular masses, 17166.0 Da 
and 17636.0 Da, were observed in mass spectrometric analyses (Figure 4.5 A, top). The observed 
molecular masses matched well to the calculated molecular masses of of AaLS L153C PCN labeled 
with one or two maleimido-NTA-Ni(II) moieties. This result indicated that some interfacial cysteines 
at 37 residue were also conjugated with maleimido-NTA-Ni(II) in addition to the introduced cysteine 
at C153. Maleimido-NTA-Ni(II)-treated AaLS L153C PCN and wt or untreated AaLS L153C PCN 
eluted at the same position (Figure 4.5 B) suggesting that chemical modification does not significantly 
change the cage construct of AaLS PCN. Maleimido-NTA-Ni(II)-labeled AaLS L153C PCN (AaLS-
NTA-Ni PCN) also confirmed the intactness implied an average diameter of 15-16 nm using TEM 
(Figure 4.5 C and D). 
 
 
Figure 4.4 ESI-TOF mass spectrum of the dissociated subunits of wt AaLS PCN. (A) Gaussian charge 
state distribution is shown and a series of charged peaks is indicated (15+ to 21+). (B) Deconvoluted 
molecular mass of the dissociated subunits of wt AaLS PCN (Calculated, 16705.2 Da; observed 16705.5 
Da) 
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Figure 4.5 Characterization of AaLS-NTA-Ni PCNs. (A) Molecular mass measurement of the 
dissociated subunits of AaLS L153C treated with maleimido-NTA-Ni(II) (top) and untreated AaLS 
L153C (bottom). (B) Size exclustion elution profiles (280nm) of AaLS-NTA-Ni PCNs (top) and wt 
AaLS PCNs (bottom). (C) TEM image of 2% uranyl acetate stained AaLS L153C. (D) AaLS-NTA-Ni 
PCNs. 
 
QCM is a useful tool to study the processes of protein adsorption and monitor the deposition of 
molecules. The binding affinity between AaLS-His6 and AaLS-NTA-Ni was investigated using quartz-
crystal microbalance (QCM) measurements. To form regular nanostructures, biomacromolecules 
chemically modified with biotin and streptavidin have been carried out as a universal mediator in most 
previous studies. Biotin-Streptavidin interaction often inducing huge functionality gaps due to size 
mismatching between two molecules although the interactions are highly specific and strong interaction 
under harsh conditions.144-145 Typically, the masses of deposited molecules on the chips, the QCM sensor 
results in a decrease in the resonance frequency (-ΔF). Wt and AaLS-His6 bound individually to the 
gold QCM sensor no modification (Figure 4.6). The resonance frequency (-ΔF) decrease for wt AaLS 
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was lower than that of AaLS-His6, probably because of the approximately 15% higher mass of AaLS-
His6 PCN resulting from the presence of the C-terminal His6 tags with extra residues. The resonance 
frequency decreased and plateaued at a certain value (Figure 4.6). We flowed excess amount of sample 
buffer until the frequency reached to plateau to remove the unbound materials. It was indicated that 
AaLS-His6 had formed a strong uniformed monolayer on the gold sensor surface.  
 
 
Figure 4.6 QCM resonance frequency change (-ΔF) profiles of either wt AaLS (solid line) or AaLS-
His6 (dashed line) PCNs on the QCM sensors and subsequent deposition of AaLS-NTA-Ni on the 
monolayer of AaLS-His6. While the frequency of AaLS-His6 PCN monolayered QCM sensor decreased 
dramatically upon introduction of AaLS-NTA-Ni PCNs (dashed line), the frequency of wt AaLS PCN 
monolayered QCM sensor remained unchanged (solid line). 
 
After monolayers of wt AaLS and AaLS-His6 were individually adsorbed, we infused the solution 
containing AaLS-NTA-Ni over the monolayered QCM sensor chips and monitored real-time changes 
in the frequencies. While AaLS NTA-Ni bound to monolayer of AaLS-His6, QCM sensor frequency 
decreased dramatically until a certain value, the frequency of wt AaLS was not changed. (Figure 4.6). 
These data suggest that wt AaLS monolayer did not recognize to the AaLS-His6 monolayer but AaLS-
NTA-Ni strongly bind and form a second layer through specific metal (Ni) ion/His-tag interactions. 
After that buffer was flowed for removing loosely and unbound materials and then AaLS-His6 solution 
was flowed over the QCM sensor. (Figure 4.6). The resonance frequency of double-layer of AaLS-His6 































































and AaLS-NTA-Ni was significantly decrease in the QCM sensor, whereas no noticeable change of wt 
AaLS monolayer was observed in the QCM sensor. These data indicated that Ni ions on the surface of 
AaLS-NTA-Ni and His-tags on the surface of AaLS-His6 PCNs interact directly each other and allow 
the formation of regular LbL assemblies and stabilize a multi-layered nanostructure. 
 
Figure 4.7 Atomic force microscopic image of basic gold film for the LbL assemblies. Surface 
roughness is 1.94 nm. 
 
To confirm uniform LbL formation by AaLS PCN derivatives, the surface roughness of each layer 
formed on flat gold surfaces was estimated using atomic force microscopy (AFM). Since the surface of 
the QCM sensor chip itself is quite rough at the atomic level (Figure 4.7) but has the same properties as 
the ACM gold sensor chip, the LbL assemblies of AaLS PCN derivatives was measured through AFM. 
The root mean square (RMS) roughness (Rq) value showed 1.45 nm indicated that deposition of AaLS-
His6 PCNs resulted in a uniform monolayer (Figure 4.8 A) without significant clumping. Successive 
layer formations were achieved by the alternate deposition of AaLS-NTA-Ni PCNs and AaLS-His6 
PCNs, identical to the QCM experiments. Notably, the surfaces were similarly uniform with no 
significant clumping, and exhibited Rq values of 2.17 nm and 2.66 nm for double-layer and triple-layer 
coatings, respectively (Figure 4.8 B and C). The slight progressive increases in surface roughness 
observed for double- and triple-layer assemblies most likely resulted from slight spatial mismatch 







Figure 4.8 Surface roughness of LbL assemblies. Atomic force microscopic (AFM) images of (A) 
monolayer (AaLS-His6 PCN) with a Rq value of 1.45 nm, (b) bilayer (AaLS-His6 PCN/AaLS-NTA-Ni 
PCN) with a Rq value of 2.17 nm, and (C) trilayer (AaLS-His6 PCN/AaLS-NTA-Ni PCN/AaLS-His6 
PCN) LbL assemblies with a Rq value of 2.66 nm, respectively. 
 
4.4 Conclusion  
Two complementary AaLS PCN nanobuilding blocks were modified for constructing nano 
structures. AaLS L153C and AaLS-His6 were genetically modified and L153C was chemically 
conjugated with maleimido-NTA-Ni. These two nanobuilding blocks were characterized by TEM and 
SEC for their intactness and formed LbL assemblies through recognition each other without mediators. 
In order to build a uniform nanostructure, we used AaLS PCNs which are highly symmetric and 
multivalent. LbL formation of AaLS PCN derivatives were characterized by QCM and AFM for 
confirming binding affinities and surface roughness. Similar approaches are able to use for other 
functional nanomaterials and will expand the possibilities for fabricating uniform and functional 













































































Chapter 5. Concluding Remarks 
 
5.1 Summary and Conclusions 
As stated in Chapter 1, the applications of multi-functional nanoplatform were described. 
Nanoparticles commonly defined in this thesis were protein cages and fusion monomeric proteins. 
Nanoparticles are derived from nature and have uniform shape, nano-meter size, stability and they are 
robust being engineered, these characteristics are the reasons to utilize them for developing multi-
functional nanoplatforms for decades. Although I focused only targeted cell imaging, delivery cargoes 
and high-ordered structures, protein-based nanoparticles can be exploited a wide range of applications.  
First, in Chapter 2, derivatives of encapsulin protein cages were utilized as multifunctional 
nanoplatforms through genetic or/and chemical manipulations. It was first trial to use encapsulin 
nanoparticles as targeted drug delivery nanoplatforms. Hexa histidine inserted in residue 42 of 
encapsulin nanoparticles were heat stable and allowed us to purify encapsulin readily. Genetically 
introduced SP94-E_LH42 and chemically conjugated E_LH42-SMCC-SP94 were both able to 
specifically bind to hepatocellular carcinoma cell, HepG2 via confocal microscope indicating that SP94 
peptides were well displayed on the exterior surfaces of encapsulin and SP94 introduced encapsulin had 
potential as targeted delivery platforms. The MTT assay demonstrated that drug loaded encapsulin had 
cytotoxicity although encapsulin without drugs did not have any toxicity. These studies clearly suggest 
that engineered encapsulin can be one of the specific targeting therapeutic delivery platform. 
Secondly, in Chapter 3, I demonstrated that monomeric protein could be utilized as a cellular 
imaging toolkit. In this study, simple and easy fluorescent cell imaging toolkits were established using 
post translational ligation system, SpyTag and SpyCatcher. Recently developed SpyTag and SpyCatcher 
ligation system is rapid, simple, and allow us detect cancer cells easily with selective colors on demand. 
We utilized affibody molecules and fluorescent proteins with ligation systems in the versatility, which 
can be applied to various specific cell detect tools. In addition, GST scaffold protein inserted monomeric 
protein can load more cargoes such as doxorubicin via chemical conjugation, we confirmed the cell 
viability depends on doxorubicin concentration and their localization in cells.  
Finally, in Chapter 4, we focused on developing nano-building blocks using two complementary 
AaLS, his-tags presented AaLS and AaLS-NTA-Ni particles. The streptavidin-biotin interactions used 
in the previous studies could affect the high-ordered structures despite the strong binding affinity. 
However, histidine tagged AaLS and Ni-NTA conjugated AaLS can overcome these drawbacks. Each 
genetically or chemically manipulated AaLS were characterized mass spectrometry and size exclusion 
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chromatography, and the well-defined LbL assembly was confirmed by QCM and AFM. We only 
utilized the exterior surface of AaLS protein cages which can have more functions in interior cavity, it 
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지난 5 년 동안 느리고 부족한 저를 믿어주시고 이끌어주신 교수님께 감사의 말씀을 드립니다. 실험실 
생활을 하는 동안 힘든 일들도 있었지만 돌이켜보면 늘 저에게 도움이 되는 일이었던 것 같습니다. 
바쁘신 일정에도 학위 논문 심사에 시간을 내어주신 박태주 교수님, 홍성유 교수님, 이현우 교수님 
진심으로 감사드립니다. 대전에서도 기꺼이 참석해 주신 김문일 박사님 정말 감사드립니다. 교수님들의 
조언이 저에게 많은 응원이 되었습니다. 
어떤 일이든 제 입장에서 생각해주시는 부모님, 늦은 나이에 학업을 시작할 때도 응원부터 해주셔서  
든든했습니다. 이제는 친구 같은 내 동생 효정아, 우리 앞으로 같은 길을 걸어가자. 너를 생각하면 힘이 
난다! 작은 일에도 기쁘게 칭찬해 주시고 크게 사랑해주는 가족들이 있었기에 잘 견딜 수 있었습니다. 
고맙습니다. 늘 사랑합니다. 
대학원 생활을 하면서 멋진 동료들을 알게 되어 행복했습니다. 친구처럼 늘 따뜻하게 조언해주신 현희 
언니, 언니 덕분에 실험실이 편안했던 것 같아요! 감사합니다. 어디를 가든 언니의 따뜻함을 늘 잊지 
않겠습니다. 내 짝 은경이, 너 없었다면 내 대학원 생활이 힘들었을 거야. 항상 편하게 대해주고 챙겨줘서 
많이 의지했던 것 같아! 고마워~ 힘내고 건강 잘 챙겨! 늘 응원할게! 이제 두 아이의 엄마가 된 영지야, 
친구지만 너를 통해 많이 배운 것 같아! 아프지 말고 잘 지내! 생각이 잘 통하는 준선이... 마음에 있는 
이야기를 털어놓을 수 있어서 힘든 내 실험실 생활이 오히려 즐겁게 지나갔던 것 같아. 항상 고마워. 하는 
일 늘 잘되길 바라. 예의 바른 지수, 지금까지 안부 인사해주고 고마워! 너의 귀엽고, 긍정적인 생각 덕분에 
실험실에서 재미있었어. 
윤지야, 지금은 힘들겠지만 이 모든 일이 너에게 반드시 도움이 될 것이라는 생각을 잊지 말고, 최선을 
다하길... 긍정적인 생각으로 연구해서 좋은 결과 있기를 바란다. 가끔 애교로 어이없는 웃음 유발한 한솔이, 
내 눈치 보느라 그 동안 고생많았다. 랩 장 봉서, 후배들 잘 챙겨서 즐거운 실험실 생활하길! 혁준, 성국... 
모두 목표한 대로 좋은 결과가 있기를 바랍니다. 서로의 입장을 생각하고 배려해 일한다면 더 많은 것을 
얻게 될 것이라고 생각합니다. 
다 언급하지는 못했지만 저를 도와주신 모든 분들께 이 기회를 통해 정말 감사의 인사를 전합니다.  




























Electrospray ionization-time of flight mass spectrometry (ESI-TOF Mass spectrometry) 
- Principle of electrospray ionization 
Since the electrospray ionization method and mass spectrometry have been developed, it has been 
widely used for the analysis of biopolymers and synthetic polymers including proteins, DNAs. The 
solution containing the substance to be analyzed is flowed through a capillary with a high potential. 
When the solution exits through the capillary end, the solution creates a mist of ionic droplets with a 
high charge due to the high electric potential effect. More specifically, the solution-phase cations 
accumulate on the surface and are dragged toward the mass spectrometry to form a ‘Taylor cone’. When 
the electrostatic force generated by the accumulated cations increased above the surface tension, ion 
droplets are ejected through the capillary end. This ion droplet travels along the electric field and 
potential and pressure gradient to the entrance of the mass spectrometer, where the solvent in the ionic 
droplet evaporates and secondary fissions (Coulomb explosion) results in smaller droplets that 
ultimately leave only monomolecular ions.1-3 
In order to help evaporate the solvent in the ionic droplets, the nebulizer gas is flowed together. At 
this time, the ejection rate of the ion spray, the composition of the solvent, and the intensity of the 
electric field applied to the capillary are the main factors determining the nebulizer gas and rate. The 
ejection speed of the ion spray determines the required amount of material to be analyzed, and is divided 
into micro-spray or nano-spray depending on the ejection speed. When mass spectrometric analysis of 
minute amounts of biomolecules, the ejection rate is an important consideration, but it is not so 
important when analyzing large amount of synthetic polymers.4 
 
 
Figure A1. Scheme of ion droplet formation and principle of electrospray ionization. The solution 
containing the substance to be analyzed is flowed through a capillary with a high potential. 
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- Solution of electrospray 
In general, the decision of solvent used in electrospray is determined by factors such as polarity, 
viscosity, surface tension, and electrical conductivity. Particularly, the selection of the solvent used for 
the polymer electrospray is largely dependent on two factors. Firstly, the solvent should be a solvent 
capable of dissolving the polymer well and the electric spray must be stable. When the solvent contains 
a protonic atom such as oxygen or nitrogen, or a double bond or a benzene ring, it may be relatively 
easily used as a solvent by adding a small amount of acid to a protic solvent such as water, methanol or 
AcCN. 
 
- Mass analyzer: Time-of-flight (TOF)  
Time-of-flight mass spectrometry is a method of mass spectrometry in which an ion’s mass-to-
charge ratio is determined via a time measurement. Ions are accelerated by an electric field of known 
strength. (ref) This acceleration results in an ion having the same kinetic energy as any other ion that 
has the same charge. The velocity of the ion depends on the mass-to-charge ratio (heavier ions of the 
same charge reach lower speeds, although ions with higher charge will also increase in velocity). The 
time that it subsequently takes for the ion to reach a detector at a known distance is measured. This time 
will depend on the velocity of the ion, and therefore is a measure of its mass-to-charge ratio. Form this 
ratio and known experimental parameters, one can identify the ion. 
 
 
Figure A2. Scheme of time-of-flight mass analysis method. Time-of-flight mass spectrometry is a 
method of mass spectrometry in which an ion’s mass-to-charge ratio is determined via a time 
measurement. 
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Quartz Crystal Microbalance (QCM) 
A biosensor means a measuring device that binds biological components such as enzymes, 
microorganisms, antibodies, and receptors to an electrical or physicochemical device, detects the 
electrode active material or physical change caused by a reaction with a specific target analyte as an 
electrical signal. Transducer is to converts biological signals from biological reactions into electrical 
signals, they are classified electrochemical5, optic6, thermal, piezoelectric7-8 according to the principle 
of transducers.9 The most widely used electrochemical biosensor has a disadvantage in that the detection 
limit range is rather high, and the optical biosensor can overcome the disadvantages of the 
electrophoresis biosensor, however the equipment is expensive and difficult to miniaturize. 
On the other hand, the piezoelectric effect type biosensor has a very low detection limit rage, and 
is composed of only a small reactor including a quartz oscillator and a simple amplification circuit, so 
that the device is cheap and can be miniaturized. In addition, since the high selectivity of the antibody 
is utilized, only the substance to be measured can be accurately measured and the interference caused 
by the interference substance can be minimized. 
When mechanical pressure is applied to the surface of several crystals such as quartz, rochelle salt, 
tourmaline, a voltage is applied between the two surfaces of the crystal, and this magnitude is 
proportional to the applied pressure, which is called the piezoelectric effect. In addition, when 
oscillating the crystal by alternating the voltage, a vibrating motion generates a transverse wave, and 
the frequency of this wave is the unique resonance frequency of crystal. This principle is the basis 
concept of QCM system currently in use. 
 
- Electromechanical coupling 
The QCM consists of a thin piezoelectric plate with electrodes evaporated onto both sides. Due to 
the piezo-effect, an AC voltage across the electrodes induces a shear deformation and vice versa. The 
electromechanical coupling provides a simple way to detect an acoustic resonance by electrical means. 
Otherwise, it is of minor importance. However, electromechanical coupling can have a slight influence 
on the resonance frequency via piezoelectric stiffening. This effect can be used for sensing10, but is 
usually avoided. It is essential to have the electric and dielectric boundary conditions well under control. 
Grounding the front electrode (the electrode in contact with the sample) is one option. A π-network 
sometimes is employed for the same reason11. A π-network is an arrangement of resistors, which almost 




Figure A3. Photograph of typical quartz crystal resonators as used for QCM, metallized with gold 
electrodes (left: front electrode, right: back electrode) by vapor deposition. 
 
The QCM system is limited to the gaseous state. In the liquid state, the resonance frequency of the 
quartz crystal depends on various factors such as the viscosity and density of the solution, as well as the 
mass change of the quartz crystal surface. In the liquid phase, the resistance of the surface of quartz 
crystal is increased, which is less sensitive than the resonance frequency of the gas phase, but it is 
advantageous in real time measurement in terms of biosensor. 
 
 
















Surface Plasmon Resonance (SPR) 
 
Figure A5. Surface plasmon resonance. The collective oscillation of electrons in a solid or liquid 
stimulated by incident light.  
 
Surface plasmon resonance (SPR) is the resonant oscillation of conduction electrons at the 
interface between negative and positive permittivity material stimulated by incident light. SPR is the 
basis of many standard tools for measuring absorption of material onto planar metal (typically gold or 
silver) surfaces or onto the surface of metal nanoparticles. It is the fundamental principle behind many 
color-based biosensor applications and different lab-on-chip sensors. 
The surface plasmon polariton is a non-radiative electromagnetic surface wave that propagates in 
a direction parallel to the negative permittivity/dielectric material interface. Since the wave is on the 
boundary of the conductor and the external medium (air, water or vacuum for example), these 
oscillations are very sensitive to any change of this boundary, such as the adsorption of molecules to 
the conducting surface.12 
To describe the existence and properties of surface plasmon polaritons, one can choose from 
various models (quantum theory, Drude model, etc.). The simplest way to approach the problem is to 




















permittivity between the external medium and the surface. This quantity, hereafter referred to as the 
materials' "dielectric function," is the complex permittivity. In order for the terms that describe the 
electronic surface plasmon to exist, the real part of the dielectric constant of the conductor must be 
negative and its magnitude must be greater than that of the dielectric. This condition is met in the 
infrared-visible wavelength region for air/metal and water/metal interfaces (where the real dielectric 
constant of a metal is negative and that of air or water is positive). 
Sensor chip CM5 is a general-purpose chip for interaction analysis involving all types of 
biomolecules such as small organic molecules, proteins, lipids, carbohydrates, and nucleic acids. The 
sensor chip design to allow detailed quantitative studies of these reagents to yield data on e.g. interaction 
kinetics, affinity, concentration and binding ratios. The ligand is covalently bound to the sensor chip 
surface via carboxyl moieties on the dextran. Functional groups on the ligand that can be used for 
coupling include NH2, SH, CHO and COOH.13 CM5 is regenerated by selective dissociation of the 
analyte from the covalently immobilized ligand. Conditions should be chosen to achieve complete 
dissociation of the analyte without affecting the binding characteristics of the ligand. 
 
 
Figure A6. Working principle of surface plasmon resonance. Prepare ligand and analyte select in first 
step and insert a suitable sensor chip immobilize the ligand and next a control ligand to sensor surface 
inject analyte and a control analyte over sensor surfaces and record response. Finally, regenerate 




























Encapsulin fusion protein cages 
i 
 
Encapsulation of Nano-luciferase in N-termini of Encapsulin-linker-SpyTag 
Compartmentalization of biochemical pathways and biological processes is an important feature 
of all cells. Complex metabolisms often rely on a space control that represents incompatible responses 
at any given time. Encapsulation of enzymes within protein compartments offers microbes a way to 
regulate the interconnected network of biochemical reactions comprising their metabolism.14-15 In 
particular, encapsulation can increase the local concentration of metabolites and enzymes, prevent 
leakage of volatile or toxic intermediates, avoid undesired side reactions and create unique 
microenvironments necessary or the activity of specialized enzymes. Protein cage-based enzyme 
compartmentalization should be valuable for other cargoes loading and presented targeting moiety to 
bind specific cancer cell lines. 
Encapsulin protein cage is well known to contains ferritin-like proteins or peroxidase, both 
enzymes involved in oxidative-stress response. These enzymes are targeted to the interior of encapsulin 
via unique C-terminal extensions. The ferritin-like protein (Flp) and dye decolorizing peroxidase (DyP) 
with GGDLGIRK peptide well interact with binding pocket on the interior of the spherical shell.16 
However, since this reaction is due to hydrophobicity, it is not easy to apply to other guest molecules 
encapsulation. 
In this study, we tried to encapsulate nano-luciferase enzyme in T. maritima encapsulin using 
genetic modification. To compare the enzyme activity depends on location in encapsulin, nano-
luciferase was inserted in N-termini and loop region at 42 which were already confirmed facing inward 
and in loop138 position which exposure to the exterior surface (Figure B1).17 In here, we utilized 
encapsulin-linker-spytag (E-L-ST) as a template for enzyme encapsulation because spytag peptide can 
bind with spycatcher-molecules to display targeting moieties or other active molecules.18-19 
 
Figure B1. Scheme of nano-luciferase encapsulation in N-termini, Loop42 which exposure to interior 
surfaces and Loop138 which exposure to exterior surfaces. 




Nano-luciferase (Nlluc) is a 19 kDa, ATP independent luciferase that utilizes a novel 
coelenterazine analog (furimazine) to produce high intensity, glow-type luminescence. Nluc has 
excellent physical properties with thermal stable, active over broad pH range. In addition, Nluc is very 
sensitive and can be used for enzyme activity assays. It is expected that cell imaging can be taken with 
only substrate without external stimulus such as laser.20 
 
Figure B2. Scheme of nano-luciferase activity with blue light when treated substrate called furimazine.   
 
Nano-luciferase in loop42 (E-L-ST-L42-Nluc), N-termini (E-L-ST-N-Nluc), and loop138 (E-L-
ST-L138-Nluc) of Encapsulin-linker-spytag (E-L-ST) were over-expressed and purified using size 
exclusion chromatography. Although E-L-ST-L138-Nluc was over-expressed and little soluble, E-L-
ST-L42-Nluc and E-L-ST-N-Nluc were soluble and heat stable. Soluble fraction of E-L-ST-N-Nluc 
presented blue light when treated substrate called furimazine. 
 
 
Figure B3. Expression, solubility and heat stability test of E-L-ST-L42-Nluc (A), E-L-ST-N-Nluc (B), 















Figure B4. Characterization of E-L-ST-N-Nluc. (A) Size exclusion elution profiles of E-L-ST-N-Nluc 
(top), E-L-ST (bottom). (B) Dynamic light scattering measurements of E-L-ST-N-Nluc (top), E-L-ST 
(bottom). (C) Transmission electron microscopy images of E-L-ST-N-Nluc (Right), E-L-ST (left). 
 
To verify Nluc encapsulation in E-L-ST, the biophysical properties of E-L-ST-N-Nluc were 
examined using size exclusion chromatography (SEC), dynamic light scattering (DLS) and transmission 
electron microscopy compared with E-L-ST. The SEC elution profile of E-L-ST-N-Nluc (Figure B4 (A) 
top) was same as that of E-L-ST (Figure B4 (A) bottom). The DLS measurement of E-L-ST-N-Nluc 
and that of E-L-ST were similar hydrodynamic diameter. The TEM image also indicated their intact 
cage architecture with uniform size. Although E-L-ST was showed empty inside of cage through 
negatively stained with uranyl acetate, E-L-ST-N-Nluc was presented fully encapsulate with Nluc.  
These data demonstrated that Nluc enzymes were genetically well-encapsulated in encapsulin 
protein cages and enzyme packaging did not alter their intact cage architectures. 
(A) Size Exclusion Chromatography (SEC)











































Figure B5. Scheme of binding E-L-ST-N-Nluc and EGFR-SC (left) and binding affinity test depending 
on time and ratio with SDS-PAGE. (lane 1: E-L-ST-N-Nluc, lane 2: EGFR-SC, lane 3: 10min, lane 4: 
30min, lane 5: 1hr, lane 6: 6hr, lane 7: 12hr) 
 
To investigate whether genetically engineered E-L-ST-N-Nluc and EGFR-SpyCatcher (EGFR-SC) 
can form isopeptide bonds to covalently conjugated to each other, they were mixed together, sampled 
at various times, and the reaction products were analyzed via SDS-PAGE (Figure B5). SDS-PAGE data 
showed that the covalent ligation between E-L-ST-N-Nluc and EGFR-SC was completed within 12hr. 
To date, it has been confirmed through enzymatic activity that the nano-luciferase enzyme is 
genetically inserted into the encapsulin protein cages without changing the structural intactness. We 
have also demonstrated that molecules with various functions can be ligated using spytag exterior 
surface of the cages. Based on the results thus far, it is possible to test the activity of the enzyme to see 
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